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(54) Title: MEANS FOR TREATING IMMUNOBIOLOGICAL CELL STRESS WEAKNESSES AND A PROCESS FOR MANUFAC- 
TURING THE SAME 

(54) Bezekhnung: MTTTEL ZUR BEHANDLUNG IMMUNBIOLOGISCHER ZELLBELASTUNGSSCHWACHEN UND VERFAHREN 
ZU DESSEN HERSTELLUNG 

(57) Abstract 

According to the invention, a process is proposed for manufacturing a plant-based redox catalyst. The process in question involves the 
f llowing steps: (i) leaves of geranium (pelargonium odoratissimum), clove plant (eugenia caryophyllata), myrrhe (commophora abyssinica, 
c. molmol, c. schimperi) and/or juniper (juniperus communis) are shredded and a sludge of the shredded leaves in water is made; (ii) 
the pH value of the suspension thus obtained is adjusted using an alkaline lye to 9-1 1 and the suspension is stirred for 48 hours at a 
temperature of 45-50 °C before undergoing coarse filtration; (iii) the pH value of the filtrate is adjusted by dialysis to 6-7 and particles 
f the resulting precipitate are removed by centrifugation; (iv) the residue thus obtained is subjected to chromatography using silica gel 
or aluminium hydroxide; (v) molecules with a molecular weight of less than 5000 Dalton and greater than 30000 Dalton are removed by 
ultracentrifugation; (vi) the filtrate containing the fraction with molecular weights of 5000-30000 Dalton is subjected to dialysis against a 
0.9 % NaCl solution and finally to sterile filtration. Also disclosed are a plant-based redox catalyst, a pharmaceutical composition and the 
use of the proposed plant redox catalyst for the prevention and/or treatment of immunobiological cell stress weaknesses. 

(57) Zusammenfassung 

Nach der Erfindung wird ein Verfahren zur Herstellung eines pflanzlichen Redoxkatalysators (ROK) angegeben, welches die f lgenden 
Schritte aufweist: (i) Blatter der Geranie (Pelargonium odoratissimum), der Nelke (Eugenia caryophyllata), der Myrrhe (Commophora 
abyssinica, C. molmol. C. schimperi) und/oder des Wacholders (Juniperus communis) zu zerkleinem und in Wasser aufzuschl&mmen; (ii) 
die erhaltene Suspension mit Alkalilauge auf eincn pH-Wert von 9-1 1 einzustellen, bei 45-50 °C 48 Stunden zu rtihren und anschlieBend grob 
zu filtrieren; (iii) das Filtrat mittels Dialyse auf einen pH-Wert von 6-7 einzustellen und dabei ausfallende Partikel abzuzentrifugieren; (iv) den 
so erhaltenen tiberstand an Kieselgel oder Aluminumhydroxid zu chromatographieren; (v) die Molekflle mit einem Molekulargewicht von 
kleiner 5000 und groBer 30000 Dalton mittels Ultrazentrifugation zu entfemen; und (vi) das die Fraktion mit einem Molekulargewicht von 
5000 bis 30000 Dalton enthaltende Filtrat gegen 0,9 %ige NaCl-Losung zu dialysieren und abschlieBend steril zu filtrieren. Ferner werden 
ein pflanzlicher Redoxkatalysator (ROK), eine pharmazeutische Zusammensetzung und die Verwendung des pflanzlichen Redoxkatalysators 
zur Prophylaxe und/oder Behandiung von immunbiologischen Zellbelastungsschwachen beschrieben. 
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MITTEL ZUR BEHANDLUNG IMMUNBIOLOGI SCHER ZELLBELASTUNGSSCHWA- 
CHEN UND VERFAHREN ZU DESSEN HERSTELLUNG 



Die vorliegende Erfindung betrifft ein Verfahren zur Herstel- 
lung eines pflanzlichen Redoxkatalysators (Mittels), das mit- 
tels dieses Verfahrens gewonnene Mittel sowie die Verwendung 
dieses Mittels zur Behandlung immunbiologischer Zellbela- 
stungsschwSchen wie z.B. AIDS und verschiedene maligne Ent- 
artungen. 

Nach DE 38 29 200 Al soil ein Mittel gegen AIDS bereitgestellt 
werden. Dazu wird die Verwendung von aus Nelkenf ruchtf leisch 
bzw. NelkenGl isolierbaren Verbindungen 2-Methoxyallylphenol 
(Eugenol) und sein Isomere 2-Methoxyprophenylphenol (Isoeuge- 
nol ) offenbart. Dieses Mittel setzt sich also aus Eugenol und 
Isoeugenol zusammen und die Anwendung ist of f ensichtlich auf 
AIDS beschrankt. Diese Substanzkombination kann aber auch mit 
den synthetisch hergestellten Verbindungen Eugenol und Isoeu- 
genol bereitgestellt werden. Demgegenuber handelt es sich bei 
ROK urn ein komplexes Molekulverbundsystem ausschlieGlich auf 
pflanzlicher Basis. Es sind keine Hinweise auf ein Verfahren 
zur Herstellung eines pflanzlichen Redoxkatalysators hieraus 
zu entnehmen, der den Grundstoff fUr eine pharmazeutisch wirk- 
same Zusammensetzung bildet. 

Bekannt ist, pflanzliche Praparate verschiedener Herkunft zur 
Behandlung von Immunschwachen einzusetzen. Abgesehen von Ein- 
zelvorschlagen zur Verwendung von bekannten Pf lanzenauszugen 
(-extrakten) oder von Planzeninhaltsstof f en, z,B. von Echina- 
cea, wurden auch bereits Extrakte von Ligninarten zur Behand- 
lung von viralen Inf ektionskrankheiten (DE-A 40 17 091) vor- 
geschlagen, deren Wirkungsmechanismus auf einem Redoxsystem zu 



WO 96/05849 



PCT/EP95/03319 



2 

beruhen scheint (Naturheilpraxis 12, 1988, Seiten 1496-1502) 

Es wurde nun gefunden, da3 ein vermutlich auf einem Redox 
Katalysatorsystem beruhender Extrakt aus verschiedenen Pflan 
zen, namlich aus Blattern der Geranie (Pelargonium odoratissi 
mum), des Wacholder ( Juniperus communis), der Myrrhe ( Commo 
phora abyssinica, C. molmol, C. schimperi ) und/oder der Nelk 
(Eugenia caryophyllata ) , Wirkungen aufweist, die wegen de 
vielf aitigen Einwirkungen auf immunbiologische Zellbelastungs 
schwSchen ( Zellimmunschwacheerscheinungen ) eine groBe thera 
peutische Bedeutung hat. 

Insbesondere sind positive Einwirkungen auf Herzmuskelnekro 
sen, auf toxisch induzierten Enzymaustritt aus Leberzellen 
auf gewisse Krebsformen und auch auf Immunzellen ( und dami 
speziell auf die durch HIV verursachte ImmunschwSchekrankhei 
AIDS) zu beobachten. 

Allgemein formuliert stellen Redox-Katalysatoren Wirkstoff 
dar, die auf Grund ihrer biochemischen Eigenschaf ten in de 
Lage sind, unmittelbar und auf physiologische Weise in die in 
trazelluiare Stof f wechsel-Regulation einzugreif en . Von diese 
Stof f wechsel-Regulatoren am interessantesten sind solche, di 
die allgemeine Adaptationsleistung der Zelle erhShen konnen 
Biochemisch gesehen bedeuten Stof f wechseianderungen jedoch Uni 
bauten von Biomolektilen und damit letztlich ElektronenubergMn 
ge zwischen Molekulen und Molektilsystemen. Hierbei steigt di 
Belastbarkeit der Zelle (Anstieg der Belastungstoleranz ) , ohn 
daS belastungsbedingte Mikrotraumen (z.B. VerSnderungen a 
Zellorganellen) resultieren. Ein auf diese Weise wirksame 
Mittel grenzt sich von verwechselbaren Verbindungen wie Hormo 
nen, unspezif ischen Reizkorpern, Chemotherapeutika u.s.w 
prinzipiell ab. 

Eine Aufgabe der vorliegenden Erfindung besteht darin, ei 
Verfahren zur Herstellung eines pflanzlichen Redoxkatalysator 
bereitzustellen . 
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Eine weitere Aufgabe der vorliegenden Erfindung besteht darin, 
einen nach diesem Verfahren erhSltlichen pflanzlichen Redoxka- 
talysators ( ROK ) bereitzustellen. 

Noch eine weitere Aufgabe der vorliegenden Erfindung besteht 
darin, eine pharmazeut ische Zusammensetzung zur Verfiigung zu 
stellen, die diesen pflanzlichen Redoxkatalysator als Wirk- 
stoff enthSlt. 

SchlieQlich besteht eine vierte Aufgabe der vorliegenden Er- 
findung darin, die Verwendung dieses pflanzlichen Redoxkataly- 
sators (Mittels), insbesondere in Kombination mit Zidovudin 
(AZT), zur Herstellung eines Medikamentes zur Behandlung von 
immunbiologischen Zellbelastungsschwachen (z.B. AIDS und ver- 
schiedene Krebsformen ) bereitzustellen. 

Bei dem erf indungsgemaBen, pflanzlichen Redoxkatalysator (Mit- 
tel ) handelt es sich um ein bif unktionelles MolekUlsystem, 
d.h. das erf indungsgemaSe Mittel enthalt sowohl katabol- wie 
anabolaktive Systemanteile , die Redoxveranderungen in der 
Zelle katalysieren . Die besondere Bedeutung des erfindungs- 
gemSOen Mittels besteht nun darin, daB es in der Lage ist, bei 
Vorhandensein von Strefi, traumatischen Veranderungen, Entzun- 
dungen, Infektionen sowie malignen Entgleisungen des Gewebes 
uber Redox-VorgMnge normale, physiologische Zustande zu erzeu- 
gen, was zu einem raschen Abklingen der Stof f wechselentglei- 
sung fvihrt ( Heilungsvorgang ) . 

Hierbei erfolgt gleichzeitig eine Stimulierung des Immunsy- 
stems uber eine verstarkte Aktivierung der T- und B-Zellen, 
die sich direkt und durch einen Konzentrationsanstieg von 
Zytokinen wie Interleukin 2 (IL-2), Interleukin 3 (IL-3), 
Interleukin 6 (IL-6) und Tumornekrosef aktor alpha (TNF-alpha) 
nachweisen laBt. Diese Zytokine sind bekannt als induzierbare 
zellulSre Proteine mit zentraler Bedeutung bei embryonalen 
EntwicklungsvorgSngen, bei Entzundungsablauf en und bei Immun- 
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regulationsvorgSngen . 

Fur die therapeutische Verwendung des ROK eignen sich i.v 
Injektionen ganz besonders, es konnen jedoch auch eine ander 
Form der parenteralen (intraperitoneale, s.c. injizierte) ode 
eine orale Verabreichung erfolgen. Als geeignete Dosis werde 
je nach Form der Verabreichung 1 - 30, bevorzugterweise 5 
20 , besonders bevorzugterweise 10-20, mg ROK/Tag und Patien 
verwendet . Die zu verabreichende Dosis hSngt weiterhin natiir 
lich auch von dem Allgemeinzustand der Patienten ab: bei be 
reits fortgeschrittenem Zustand der Krankheit wie z.B. AID 
und desolatem Allgemeinzustand des Patienten muS die Dosi 
gegebenenf alls (auf z.B. 2 - 5 Oder 10 mg ) reduziert werden 
um eine zu hohe Autointoxikation durch Aktivierung des Stoff 
wechsels zu vermeiden. 

Insbesondere wurden diese oben beschriebenen Wirkungen des RO 
an in-vitro-Modellen von Leukozyten- und Fibroblastenkulture 
gezeigt. Eine antivirale Wirkung des erf indungsgemSSen Mittel 
lieS sich an mit FV (Friend-Virus) infizierten Kulturen sowoh 
ohne als auch in Kombination mit Zidovudin (AZT) nachweiseri 
Damit ist eine therapeutische Anwendung bei z.B. HIV-infizier 
ten Patienten mit hoher Wirkung bei gleichzeitig niedrige 
Toxizitat gegeben . 

Ausgangsprodukt flir den erf indungsgemSBen Redoxkatalysato 
(ROK) sind Blatter von der Geranie (Pelargonium odoratissi 
mum), der Nelke (Eugenia caryophyllata ) , der Myrrhe (Commo 
phora abyssinica, C. molmol, C. schimperi ) und/oder des Wa 
cholder ( Juniperus communis). Die Blatter werden zerkleiner 
und in Wasser auf geschl&mmt . Die Suspension wird mit Alkali 
lauge auf einen pH-Wert von 9 bis 11 eingestellt und dann 4 
Stunden lang bei 45 - 50 °C, vorteilhaf terweise bei ziemlic 
genau 48°C, gerUhrt. Dann folgen eine Grobf iltration und ein 
Dialyse der resultierenden Losung gegen eine Pufferl6sung mi 
einem pH von 6-7. Ausfallende Partikel werden durch Zentri 
fugation entfernt. Der erhaltene Uberstand wird zunSchst mit: 



WO 96/05849 



PCI7EP95/03319 



5 

tels Chromatographic an Kieselgel Oder Aluminiumhydroxid ge- 
reinigt, dann zweimal ultraf iltriert , so daB Molekule mit 
einem Molekulargewicht von weniger als 5000 und mehr als 
30-000 Dalton abgetrennt werden. Das Filtrat enth^lt den er- 
f indungsgemafien Redoxkatalysator ( R0K ) . Es wird gegen 0,9% 
NaCl dialysiert, auf die gewiinschte Konzentration (z.B. 1 
mg/ml) an ROK gebracht und steril f iltriert. 

Beispiele: 

Herstellung des erf indungsgemaBen Mittels 
Beispiel 1 

1. Zur Verwendung kornmen gleiche Gewichtsanteile von frischen 
Oder getrockneten Blattern aller oben genannten Pflanzen (Ge- 
ranie, Nelke und Wacholder). Die in dieser Mischung enthaltene 
Wirkstoff konzentration (Konzentration des ROK) variiert von 
0,1 -2 Gew , % . 

2. 100 g des zerkleinerten Blattgemisches werden in ca. 1000 
ml entmineralisiertem Wasser auf geschl&mmt . Es erfolgt mit Al- 
kalilauge, NaOH oder KOH, eine Einstellung auf einen pH im Be- 
reich von 9-11. Das Gemisch wird fUr 48 Std . unter standigem 
Ruhren bei einer Temperatur von 48 °C gehalten. AnschlieBend 
werden die verbliebenen Feststoffe durch Grobf iltration ent- 
femt und verworfen. 

3. Die so erhaltene LGsung wird durch Dialyse gegen eine 
Standard-Phosphat-Puf ferlosung (Soerensen) auf pH 6,8 einge- 
stellt. Da bei diesem Schritt eine Reihe von unspezif ischen 
Feststoffen ( Pf lanzenproteine bzw. -proteide) ausf alien, er- 
folgt ein erster Reinigungsschritt durch Klarzentrif ugation 
bei 1000-3000 x g. 

4. Die weitere Reinigung des klaren Oberstandes erfolgt zu- 
nSchst mittels Chromatographic an Kieselgel Oder Aluminiumhy- 
droxid, dann durch zweistufige, f raktionierte Ultrafiltration 
mit AMICON*-Membranen; in dem ersten Schritt werden gegen eine 
5000 Dalton-Membran alle Biomolekule kleiner als 5000 Dalton 
abgetrennt und verworfen, Abtrennmedium ist die oben erwShnte 
Phosphat-Puf ferlosung. Der zweite Filtrationsschritt erfolgt 
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durch eine Membran mit Molekulargewichtsabtrennung grdBe: 
gleich 30.000 Dalton. Das klare Filtrat enthait das erf in 
dungsgemaBe aktive Mittel als Molekulverbundsystem mit einei 
Molekulargewichtsspektrurn von 5000 - 30.000 Dalton. 

5. Die so gereinigte L6sung des er f indungsgemaBen Redoxkataly 
sators wird gegen eine 0,9%ige NaCl-Losung dialysiert und au 
eine Konzentration von lmg/ml eingestel 1 t . Zur Ermittlung de: 
Wirkstof f konzentrat ion f inden f luorimetr ische Standardverfah 
ren Anwendung; das Fluoreszenzanregungsspektrum der Wirksub 
stanz (des ROK ) liegt bei einer Wellenlange von 450 nm. 

6. Es erfolgt Sterilf iltrat ion durch ein Membranf ilter mit 0, 
pm Porenweite und abschlieBendes Ampullieren in lml-Ampullen 

Beispiel 2 

1. Die Schritte 1-3 werden wie bei Beispiel 1 durchgef iihrt . 

2. Es erfolgt die Abtrennung der Molekule kleiner als 500* 
Dalton durch die entsprechende Ultraf iltrationsmembran, wie 
es im ersten Beispiel in Schritt 4 beschrieben worden ist. Be 
der so vorgereinigten L5sung erfolgt nun die Abtrennung de: 
Molekule grGBer als 30.000 Dalton in einer Ultrazentrif uge fii: 
10-11 Stunden bei 50.000 x g. 

3. Wie in Beispiel 1 folgen abschlieBend die Schritte 5 und 6 
Beispiele 3 und 4 

Die Schritte 1-6 werden wie bei Beispiel 1 durchgef iihrt , auBe: 
daS in Beispiel 3 nur Geranien-, in Beispiel 4 nur Wacholder- 
Blatter verwendet werden. 

Eigenschaf ten des erf indungsgemaBen Mittels (ROK) 
Beispiel . 5 

Zytotoxizit&t in vitro und in vivo 

In Monolayerkulturen von M u s d u n n i-Maus-Fibroblastei 
konnte die zytotoxische Dosis (CD S0 ) ermittelt werden, bei de: 
50% der Zellen absterben. Sie betragt 23yg/pl. 
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Tabelle 1 

Wirkstoff- 320 100 32 10 3,2 1,0 0,32 0 

Konz. (pg/pl) 

Uberlebensrate 17 43 29 62 73 90 82 100 

Zellkultur % 

Grundsatzlich steigt die Uberlebensrate der Zellen mit sinken- 
der Konzentration des Wirkstoff es stetig an. Bei der Ermitt- 
lung der Uberlebensrate treten in der Praxis jedoch methodi- 
sche Schwierigkeiten dahingehend auf , daB eine statistische 
ZShlung (die Zellen aus einem Tropfen Zellkultur werden auf 
eine Neubauer-Zahlkammer aufgetragen, die 4 Quadranten unter 
einem Mikroskop ausgezahlt und so die Zahl der Zellen pro ml 
bzw. Liter hochgerechnet ) der Zellen unter dem Mikroskop er- 
folgt, wobei die Variationsbrei te der Zellzahlen in den ver- 
schiedenen Kulturf laschen in der Praxis relativ hoch sein 
kann. Dies ist eine Erklarung fur die in der Tabelle 1 fehlen- 
de Stetigkeit. Allerdings zeigen die Werte in Tabelle 1, daB 
die Uberlebensrate mit der Wirkstoff -Konzentration korreliert, 
auch wenn sich unter den Werten einzelne "AusreiSer" (z.B, 29% 
bei 32 pg/pl ) befinden. 

Die letale Dosis LD 50 , d.h. die Dosis, bei der 50% der Ver- 
suchstiere sterben, wurde in SCID-Mausen ermittelt. Sie be- 
trSgt bei intraperi tonealer Verabreichung 1024mg/kg Korperge- 
wicht . 

Beispiel 6 

Immunologische Ef f ekte 

Immunologische Wirkungen des erf indungsgemSBen Mittels wurden 
sowohl in einer definierten Zellinie (L-929, NCTC clone 929 
der ATCC) als auch an Kulturen menschlicher , peripherer Lym- 
phozyten von gesunden Probanden ermittelt. 
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1 . L-929-Zellkultur 

Eine signifikante Erhohung der Lipopolisaccharid (LPS)-indu 
zierten Blastogenese sowie eine leichte Erhohung der Aktivita 
der natiirlichen Killerzellen ( NK ) wurde bei einer optimalei 
Wirkstof f konzentration von 0,32 mg/ml festgestellt. 

Tabelle 2 

Dosis (mg/ml) LPS ( cpm ) Zytotoxizit&t der NK (%) 

3.2 4092 9,4 

1,6 10895 11,3 

0,32 17062 42,7 

0,16 14971 39,6 

0/08 14368 35,8 



cpm: gez&hlte Zerfalle pro Minute (counts per minute) 
LPS : Lipopolysaccharid 

NK : natiirliche Killerzellen (natural killer cells) 



2. Human-Lymphozytenkulturen 

Von Probanden werden 5ml venoses Vollblut entnommen, mit Hepa- 
rin stabilisiert und die buf f y-coat-Fraktion mit Ringer-Losun; 
pH 7,2 in 5ml-Einmalplastik-Zellkulturf laschen (FALCON) fur 7\ 
Stunden bei 37 °C inkubiert. Pro Kultur erfolgt die Zugabe de- 
erf indungsgemaBen Wirkstof fes (ROK) zu einer Endkonzentratioj 
von 0,32 mg/ml. Es wird die Konzentrationszunahme (in pg/ml 
verschiedener Zytokine (1L-2, IL-3, IL-6 und TNF-alpha, As- 
say-Mikrotiterplatten DIAN0VA) im Vergleich zu Probandenkon- 
trollen ohne Wirkstof f zugabe untersucht . Die Ergebnisse ( siehf 
Tabellen 3-6) zeigen eine durch den Wirkstof f bedingte Star- 
ke Zytokinexpression als spezifische Immunwirkung . 
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Tabelle 3: Induktion von IL-2 durch ROK 



Proband Nr. 


IL-2-Konzentration 




I 


II 


1 


22, 2 


50, 8 


2 


4,1 


11, 9 


3 


5,5 


22, 1 


4 


6,8 


12,0 


5 


4,1 


13, 2 


6 


2,0 


9,4 


7 


1,2 


1,4 


8 


10,0 


62, 5 


9 


9,9 


56, 5 


10 


9,8 


67, 3 


11 


4,5 


19,9 


12 


2, 1 


72, 5 


13 


14,0 


69,0 


14 


9,9 


84, 5 


15 


13, 1 


55, 5 



I bezeichnet Probandenblut unbehandelt 

II bezeichnet Probandenblut behandelt mit Wirksubstanz 



Tabelle 4 : Induktion von IL-3 durch ROK 

Proband Nr. IL-3-Konzentration ( pg/ml ) 





I 


II 


1 


7,1 


78, 8 


2 


0,3 


4,4 


3 


4,6 


29, 9 


4 


0,2 


24, 5 


5 


3,4 


63, 6 


6 


0, 1 


3,7 


7 


2,7 


21, 8 


8 


2,3 


3, 6 


9 


7,4 


19, 8 


10 


8,0 


24, 5 


11 


0,0 


0,0 


12 


0,1 


7,8 


13 


6,2 


0,3 


14 


3,0 


7, 1 


15 


0,1 


7,3 



I bezeichnet Probandenblut unbehandelt 

II bezeichnet Probandenblut behandelt mit Wirksubstanz 
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Tabelle 5 : Induktion von IL-6 durch ROK 

Proband Nr. IL-6-Konzentration (pg/ml) 





I 


II 


1 


37, 1 


28, 0 


2 


66, 6 


32,0 


3 


8,0 


7,0 


4 


17, 1 


17, 1 


5 


21,7 


39,0 


6 


45,2 


61, 9 


7 


3,0 


20, 6 


8 


12,2 


28,7 


9 


15, 5 


60, 7 


10 


14, 5 


84, 5 


11 


3,7 


21 , 0 


12 


18, 2 


47, 5 


13 


0, 5 


36, 5 


14 


9,0 


15,0 


15 


14,6 


79, 0 



I bezeichnet Probandenblut unbehandelt 

II bezeichnet Probandenblut behandelt mit Wirksubstanz 



Tabelle 6 : Induktion von TNF-a durch ROK 

Proband Nr. TNF-a-Konzentration (pg/ml) 





I 


II 


1 


3,0 


9,6 


2 


1,5 


0,2 


3 


0,7 


0,1 


4 


3,3 


7,4 


5 


3,3 


0,0 


6 


9, 1 


0,0 


7 


0, 5 


2,1 


8 


1,8 


0,0 


9 


1,6 


0,3 


10 


3,7 


7,3 


11 


2,5 


0,9 


12 


12, 8 


15, 5 


13 


2,3 


9,0 


14 


4,3 


5,2 


15 


6,8 


9,5 



I bezeichnet Probandenblut unbehandelt 

II b zeichnet Probandenblut behand It mit Wirksubstanz 
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Beispiel 7 

In-Vitro-Ef f ekt der Kombination des Redoxkatalysators ROK mit 
AZT an mit Friend-Virus ( FV ) infizierten Maus-Fibroblas ten- 
Kulturen 



Verwendung findet eine Monolayer-Kultur von Mus dunni- 
Maus-Fibroblastenzellen nach 18stlindiger Kulturdauer, bei der 
zunachst die Infektion mit Friend-Virus vorgenommen wird. Drei 
Stunden spater werden nachfolgend aufgefuhrte Substanzkombina- 
tionen in die Kultur eingebracht: 



Experiment 1 AZT allein in Konzentrationen von 

1, 0.1, 0.01, O.OOlpg/ml Kulturmedium 

Experiment 2 ROK allein in Konzentrationen von 

320, 100, 32, 10, 3.2, 1.0, 0.32mg/ml Kulturme- 
dium 

Experiment 3 ROK in alien Konzentrationen aus Exp. 2 zusam- 

men mit lpg AZT/ml Kulturmedium 
Experiment 4 ROK in alien Konzentrationen aus Exp. 2 zusam- 

men mit O.lpg AZT/ml Kulturmedium 
Experiment 5 ROK in alien Konzentrationen aus Exp. 2 zusarn- 

men mit O.Olpg AZT/ml Kulturmedium 
Experiment 6 ROK in alien Konzentrationen aus Exp. 2 zusam- 

men mit O.OOlpg AZT/ml Kulturmedium 

Zusammenf assend ergeben sich nachfolgend beschriebene Resulta- 
te, die auf Grund von verschiedenen Versuchsreihen erhalten 
wurden (Tabellen 7 bis 10). Dabei traten bei den verschiedenen 
Versuchsreihen Schwankungen der MeSwerte von bis zu ±15% auf. 



1. Werden die Zytotoxizitaten, die beide Mittel/Substanzen 
(ROK, AZT) jeweils allein auf die Zellkultur ausuben, mit der 
Zytotoxizitat verglichen, die durch gemeinsame Verwendung bei- 
der Substanzen (ROK, AZT) an Zellkulturen beobachtet werden 
kann, lSSt sich eine stark antagonistische Wirkung der beiden 
Substanzen erkennen (AZT allein ist sehr toxisch). Mit anderen 
Worten, die Kombination von AZT und ROK ergibt eine weit ge- 
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ringere Toxizitat (optimale Konzentrationen beider Substanzen 
lOpg/pl ROK; O.Olpg/ml AZT) als bei den allein verwendetei 
Substanzen in jeglicher Konzentration ( bzgl . der genauerei 
Definition von "Antagonismus" und seiner Quantifizierung win 
auf Berenbaum, M.C., J. Infect. Dis. 137 , 122 (1978) verwie 
sen, der den sog. Fraktionellen Inhibit ions-Konzentrations 
index (FIC) wie folgt definiert: 

FIC = CD«n v. Substanz 1 in Komb. + CD Crt v. Substanz 2 in Komb. 

CD 60 v, Substanz 1 allein CD 50 Substanz 2 alleir 

mi t 



FIC <0,5 : signifikant synergistische Wirkung 

0,5 < FIC < 0,9: synergistische Wirkung angedeutet 

FIC * 1 : additive Wirkung 

1,1 < FIC < 1,9: potentiell antagonistische Wirkung 

FIC > 2 : (stark) antagonistische Wirkung 

2. AZT allein hat den hochsten FV- Inhibit ionsef fekt mit eine: 
die Bildung von Foci zu 50% inhibierenden Dosis (ED 50 ) voi 
0,0079 pg/ml. ROK allein hat einen geringeren FV-Inhibiti 
onseffekt ( ED 50 = 10,8 yg/pl). 

3, In Kombination beider Wirksubstanzen werden optimale FV 
Hemm-Ef fekte erzielt bei O.Olpg/ml AZT zusammen mit 10-3: 
pg/yl ROK (63-84% Hemmung ) , die hSher sind als bei den Wirk- 
substanzen allein. Gleichzeitig ist die Zytotoxizitat bei die 
sen Konzentrationen niedriger als bei der Verwendung der Ein- 
zelsubstanzen . 
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Tabelle 7 : Zytotoxische Effekte an Mus dunni-Kul turen 
durch Kombination von ROK und AZT 



Uberleben der Kulturen (%) 



ROK-Kon- 
zentra- 

tion AZT-Konzentration (pg/ml) 

(pg/pD 

0 1.0 0.1 0.01 0.001 



0 


100 


55 


56 


80 


70 


320 


17 


19 


30 


55 


73 


100 


43 


63 


59 


94 




32 


29 


38 


67 


76 


90 


10 


62 


49 


75 


100 


82 


3.2 


73 


65 


66 


94 


85 


1.0 


90 


100 


75 


100 


97 


0.32 


82 


100 


84 


85 


8 



Tabelle 8 : Friend-Virus-Hemmung in Mus dunni-Zellen 
durch Kombination von ROK und AZT 



% Hemmung 



ROK-Kon- 
zentra- 

tion AZT-Konzentration (pg/ml) 

(pg/pl) 





0 


1.0 


0.1 


0.01 


0.00 


0 


0 


100 


100 


56 


3 


320 


100 


100 


100 


100 


100 


100 


100 


100 


100 


100 


89 


32 


70 


100 


100 


84 


58 


10 


35 


100 


100 


63 


35 


3.2 


33 


100 


100 


47 


9 


1.0 


0 


100 


100 


42 


11 


0.32 


3 


100 


100 


40 


2 
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Tabelle 9 : Zytotoxische Effekte an Mus dunni-Kulturen 
durch Kombination von ROK und AZT 



Oberleben der Kulturen (%) 



ROK-Kon- 
zentra- 



tion 




AZT- 


Konzentration 


( pg/ml ) 




(pg/pl) 














0 


1.0 


0.1 


0. 01 


0. 00 


0 


100 


54 


57 


81 


71 


320 


18 


18 


31 


54 


74 


100 


44 


62 


58 


95 


94 


32 


28 


39 


68 


77 


90 


10 


63 


48 


76 


100 


83 


3.2 


73 


65 


66 


94 


85 


1.0 


90 


99 


76 


100 


98 


0.32 


83 


100 


83 


86 


7 



Tabelle 10 : Friend-Virus-Hemmung in Mus dunni-Zellen 
durch Kombination von ROK und AZT 



% Hemmung 



ROK- Kon- 
zentra- 
tion AZT-Konzentration (yg/ml) 





0 


1.0 


0.1 


0.01 


0.00 


0 


0 


100 


100 


56 


3 


320 


100 


100 


100 


100 


100 


100 


100 


100 


100 


100 


88 


32 


70 


100 


100 


83 


59 


10 


35 


100 


100 


64 


36 


3.2 


33 


100 


100 


48 


9 


1.0 


0 


100 


100 


43 


12 


0.32 


3 


100 


100 


39 


2 



1 
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Die CD 50 - und ED 50 -Werte wurden an Hand der Versuchsreihen wie 
folgt ermittelt ( Angaben in pg/nil ROK bzw. pg/yl AZT bei den 
nachfolgend aufgefiihrten AZT- bzw. ROK-Konzentrationen): 



Tabelle 11 : ED 6C -Werte fur ROK in yg/yl bei folgenden AZT- 

Konzentrationen 

AZT-Konzentration ( jjg/ml ) 
0 1.0 0.1 0.01 0.001 

ED 50 10.8 <0.32 <0.32 7.5 23 



Tabelle 12 : CD 5C -Werte fur ROK in pg/pl bei folgenden AZT- 

Konzentrationen 

AZT-Konzentration ( pg/ml ) 
0 1.0 0.1 0.01 0.001 

CD 50 23 31 110 480 3, 5 



Tabelle 13 : ED 50 -Werte fur AZT in pg/ml bei folgenden ROK- 
Konzentrationen 

ROK-Konzentrat ion ED so 
(pg/pl) 

0 0,0079 

320 <0.001 

100 0,000025 

32 0,00037 

10 0,0032 

3,2 0,0085 

1,0 0,01 

0,32 0,011 
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Tabelle 14 : CD 50 -Werte fur AZT in pg/ml bei folgenden ROK- 

Konzentrationen 





v ' 1 -'50 


(pg/yi ) 




0 


5 


320 


0.014 


100 


5 


32 


0, 5 


10 


0,9 


3,2 


10 


1,0 


70 


0.32 


70 



In der Anmeldung ist unter dem Begriff "Immunbiologische Bela- 
stungsschwache" eine Dysfunktion der Regulierung und Adaptior 
des Zellstof fwechsels zu verstehen, welcher fur den Immunhaus- 
halt verantwortlich ist. Ferner fallt hierunter - wie allge- 
mein bekannt - dafi z.B. Virusinf ektionen, rheumatische Erkran- 
kungen, Autoimmunerkrankungen, Malignomen, LeukSmien, Lympho- 
men, Carcinomen und AIDS-Syndromen sich die immunologische: 
Parameter des Immunsystems im Vergleich zu einem Gesundei 
stark verSndern. Diese Veranderung, die in einem Immunscreen* 
ing durch die Messung der Immunglobul ine , der Lymphozyten- 
Subpopulationen, der Makrophagen-Phagozy tose etc. erfaGt wird, 
kann oftmals sogar als Hinweis auf das Vorliegen einer spezi- 
fischen VerSnderung qualitativ wie quantitativ durch eini 
Suppression der Immunzellen Oder durch Defekte an der Immun- 
zelle selbst gekennzeichnet sein, was beispielsweise mit "Im 
munbiologische Belastungsschwache" zusammengef a3t wird . 

Als weitere Beispiele fOr die Verdeutlichung der Indikationei 
werden nachstehend Patientenbehandlungen beschr ieben . 
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Beispiel I 

Eine 1926 geborene Patientin, Diagnose Januar 1992 metastasie- 
rendes Rektum-Carcinom mit Operation. Oktober 1993 Rezidiv in 
der SakralhOhle, Exzision des Tumors und Anlegen eines Anus 
praeter, nachfolgend 2 Zyklen Chemotherapie . Dezember 1993 
nach allgemeinem schlechten subjektiven Zustand Erhohung des 
CEA-Wertes auf 70 (Normalwert <5), Erhohung der Alkalischen 
Phosphatase, Erhohung von SGOT- und SGPT-Wert. Auftreten einer 
Lebermetastase, die durch CT-Werte gesichert ist. 

Therapie: Seit dem 17.1.1994 erhalt die Patientin vierwochige 
Zyklen von ROK mit 5 x wochentlich 2 Ampullen i.m., anschlie- 
Bend zwei Tage Injektionspause . Nach vier Wochen Injektions- 
zyklus zwei Wochen Injektionspause. Kontrolle des CEA-Wertes 
( Riickgang auf CEA bei 15, Normalisierung der Alkalischen Phos- 
phatase und der Leberwerte ) . Starke Besserung des subjektiven 
Wohlbef indens . Nach vier vierwochigen Injektionszyklen Reduk- 
tion der Ampullenf requenz auf 5 x wochentlich 1 Ampulle, nach 
weiteren vier vierwochigen Zyklen Reduktion auf die bleibende 
Erhaltungsdosis von 3 x wochentlich 1 Ampulle. Derzeitiger 
CEA-Wert bei 7,5. 

Beispiel II 

Ein 1919 geborener Patient, Diagnose Makroglobulinamie (Mb. 
Waldenstrom), Zustand nach drei Zyklen Chemotherapie, Leucozy- 
ten (Leu) 1600, Erythrozyten (Ery) 2560, Thrombozyten ( Thr ) 
55000, Blutsenkung ( BSG ) 55/150, Hamoglobin ( Hb ) 8,1. 

Therapie Oktober 1993: VierwOchige Zyklen von ROK mit 5 x 
wOchentlich 2 Ampullen i.m., anschlieSend zwei Tage Injek- 
tionspause. Nach einem vierwochigen Zyklus zwei Wochen Injek- 
tionspause. Reduktion der wochentlichen Ampullenf requenz nach 
zwei vierwochigen Zyklen auf 3 x wOchentlich 2 Ampullen. WSh- 
rend dieser Zeit keine Fremdtherapie , keine Chemotherapie. 
Nach je zwei vierwochigen Zyklen Kontrolle der Blutwerte. Im 
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Juli 1994 Leu 4190, Ery 3390, Thr 81000, BSC 25/60, Hb 11,1. 
Guter subjektiver Allgemeinzustand des Patienten, der trot:: 
des relativ stark ausgepragten anamischen Zustandsbildes sich 
sportlich betatigt (Radfahren 70 km Tagestour, Bergwandern ) . 

Beispiel III 

Eine 1944 geborene Patientin, Diagnose HIV pos . seit 1992,, 
Zustand nach f unf monatiger Einnahme von AZT subjektiv desolat, 
keine Lebensqualitat . Als Marker werden CD.-Helferzellen ab- 
solut (CD 4 -abs.) und CD 4 ~Helf erzellen % (CD<-%) verwendet. 
Ausgangswerte sind CD.-abs. bei 20, CD.-% bei 5. 

Therapie seit Juli 1993: Vierwochige Zyklen von R0K mit 5 :» 
wOchentlich 2 Ampullen i.m., anschlieBend 2 Tage Injektions- 
pause. Nach einem vierwochigen Zyklus eine Woche Injektions- 
pause- Reduktion der wochentlichen Ampullenf requenz nach vie: 
vierwochigen Zyklen auf 3 x wochentlich 2 Ampullen, Fortfuh* 
rung dieser Frequenz als Erhaltungsdosis . 

Blutwertkontrolle alle 4 Wochen. Kontinuierlicher Anstieg de: 
T 4 -abs- auf 40 nach 12 Wochen (T<-% auf 10), nach 24 Woche] 
Anstieg der T 4 -abs. auf 80 (T 4 -% auf 14). Subjektiv guter All 
gemeinzustand der Patientin, Lebensqualitat deutlich gestie 
gen. Geplante Reduktion der Ampullenf requenz auf 2 x wbchent 
lich 2 Ampullen bei weiterem Anstieg der CD 4 -Helferzellen. 

Beispiel IV 

Ein 1961 geborener Patient, Diagnose Multiple Sklerose, gesi 
chert durch Kernspinresonanz- und Liquordiagnostik . Symptome 
taubes Gefuhl in den Beinen, der linke FuB kann beim Gehe 
nicht richtig gehoben werden, so daB Unsicherheitsgef iihl un 
Stolperverhalten resultieren. Allgemeine Kraf tlosigkeit in de 
Armen, Hande sind pelzig. 

Therapie: Seit drei Monaten Injektionen 2 x wOchentlich 
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Mittel zur Behandlung immunbiologischer 
Zellbelastungsschwachen und Verfahren zu dessen Herstellung 



Patentanspriiche 

1. Verfahren zur Herstellung eines pflanzlichen Redoxykata- 
lysators ( ROK ) , gekennzeichnet durch die folgenden 
Schritte : 

(i) Blatter der Geranie (Pelargonium odoratissimum ) , der 
Nelke (Eugenia caryophyl lata ) , der Myrrhe ( Commopho- 
ra abyssinica, C. molmol, C. schimperi ) und/oder des 
Wacholders ( Juniperus communis) zu zerkleinern und 
in Wasser auf zuschlammen; 

( ii ) die erhaltene Suspension mit Alkalilauge auf einen 
pH-Wert von 9-11 einzustellen, bei 45-50°C 48 Stun- 
den zu ruhren und anschlieBend grob zu filtrieren; 

(iii) das Filtrat mittels Dialyse auf einen pH-Wert von 

6-7 einzustellen und dabei ausfallende Partikel 
abzuzentrif ugieren; 

(iv) den so erhaltenen Uberstand an Kieselgel oder Alumi- 
numhydroxid zu chromatographieren; 

(v) die Molekule mit einem Molekulargev/icht von kleiner 
5000 und groBer 30000 Dalton mittels Ultrazentrif u- 
gation zu entfernen; und 

(vi) das die Fraktion mit einem Molekulargewicht von 5000 
bis 3000 Dalton enthaltende Filtrat gegen 0,9 %ige 
NaCl-Losung zu dialysieren und abschlieSend steril 
zu filtrieren . 
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Ampullen i.m,. Deutliche subjektive Zunahme des Kraftgefuhls 
in den Armen, Taubheits- und Pelzigkeitsgef uhl in den Extremi- 
taten subjektiv fast verschwunden . Unsicherhei tsgef uhl und 
Stolpertendenz im linken Bein beim Gehen zwar graduell noch 
vorhanden, jedoch rucklaufige Tendenz. Geplante Reduktion der 
Injektionen auf 1 x wochentlich 2 Ampullen als Erhaltungsdo- 
sis . 

Die nach obigen Beispielen I bis IV gemessenen Verbesserungen 
des Allgemeinzustandes der Patienten, die in den verbesserten 
MeBwerten bezogen auf die jeweiligen immunbiologische Zell- 
belastungsschwache nachgewiesen wurden, zeigen die uberra- 
schenden Wirkungen des er f indungsgem&Ben pflanzlichen Redox- 
katalysators ( ROK ) im Hinblick auf einen positiven EinfluB auf 
den Krankhei tsverlauf . 
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2. pflanzlicher Redoxkatalysators ( ROK ) , erhaltlich nach dem 
Verfahren gemaB Patentanspruch 1 . 

3. Der pflanzliche Redoxkatalysators (ROK) gemaB Patentan- 
spruch 2, wobei als Blatter die Blatter der Geranie (Pel- 
argonium odoratissimum), die Blatter der Nelke (Eugenia 
caryophyllata ) , die Blatter des Wacholder ( Juniperus com- 
munis) und die Blatter der Myrrhe ( Commophora abyssinica, 
C. schimperi, C. rnolmol ) verwendet werden. 

4. Der pflanzliche Redoxkatalysators (ROK) gem£3 Patentan- 
spruch 2 Oder 3, wobei die Temperatur in Schritt (ii) 48 
Stunden lang bei 48 °C gehalten wird. 

5. Pharmazeutische Zusammensetzung , enthaltend den pflanzli- 
chen Redoxkatalysators (ROK) gemaB einem der Patentan- 
spruche 2 bis 4. sowie gegebenenf alls einen geeigneten 
Trager Oder Verdunner. 

6. Die pharmazeutische Zusammensetzung gemaB Patentanspruch 
5, zusatzlich enthaltend Zidovudin (AZT). 

7. Verwendung des pflanzlichen Redoxkatalysators (ROK) gemSB 
einem der Patentanspruche 2 bis 4 zur Prophylaxe und/oder 
Behandlung von immunbiologischen Zellbelastungsschwachen . 

8. Die Verwendung des pflanzlichen Redoxkatalysators (ROK) 
gemaB einem der Patentanspruche 2 bis 4 zur Behandlung 
der immunbiologischen ZellbelastungsschwSche Krebs . 

9. Die Verwendung des pflanzlichen Redoxkatalysators (ROK) 
gem£B einem der Patentanspruche 2 bis 4 zur Behandlung 
der immunbiologischen Belastungsschwache AIDS. 
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10. Die Verwendung des pflanzlichen Redoxkatalysators ( ROK 
gemaB einem der Patentanspruche 2 bis 4 zur Behandlun< 
einer immunbiologischen Belastungsschwache gemaB einei 
der Patentanspruche 7 bis 9 zusammen mit AZT. 

11. Die Verwendung gemaB Pa tent anspruch 10, wobei der pflanz 
liche Redoxkatalysator (ROK) und AZT in einem Gewichts 
verhaltnis von 100 000 : 1 bis 5 000 000 : 1 verwende 
werden . 
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CYTOKINE AND HEMOPOIETIC FACTOR ENDOGENOUS PRODUCTION 
ENHANCER AND METHODS OF USE THEREOF 

Field of the Invention 

The present invention relates to medicine and more particularly to pharmacology and 
therapy, and is intended to be used for preventing and treating various diseases by way of 
increasing endogenous production of cytokines and hemopoietic factors. 

Background of the Invention 

It has been known that a number of endogenously produced mammalian humoral factors, 
i.e. cytokines and hemopoietic factors possess important biological activities that are considerably 
helpful in treating various human diseases 1 2 . Many of these factors are being tested in man, 
those with proven efficiency being commercially available as medicinal agents 

The following cytokines and hemopoietic factors are being most extensively researched in 
oncology: interleukin 2 (IL-2) M , tumor necrosis factor alpha (TNF-a) 5 , erythropoietin, 
macrophage-granulocyte and granulocyte colony-stimulating factors (GM-CSF and G-CSF, 
respectively 6 ' 7 ). No less actively is being studied the use of cytokines and hemopoietic factors for 
the treatment of infectious disease: interferons (IFN-y and IFN-p) 8 ' 9 * 10 , colony-stimulating 
factors 11 * 12 , and the like 13 . Colony- stimulating factors and erythropoietin are broadly used in 
hematology 1415 . 

However, the medicinal use of these exogenously administered agents has its limitations 
associated with the lack of acceptable drug formulations or their exorbitant cost, a short half-life 
of these substances in biological media, difficulties in dose finding as well as numerous toxic and 
allergic effects 16 ' 17 , since even the recombinant products are more or less immunogenic to the 
human organism because of the processing fluctuations in the course of the artificial synthesis 

In this regard, in view of achieving a more invariable and significant therapeutic effect free 
of adverse reactions, it is preferable to induce the endogenous production of the autologous 
cytokines and hemopoietic factors immediately within the organism of a subject The remedial 
effect due to such intrinsic stimulation is free of all the disadvantages associated with exogenously 
introduced cytokines and hemopoietic factors. 

A number of compounds are currently being evaluated that stimulate endogenous 
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production of cytokines and hemopoietic factors in both experimental and clinical settings. There 
are universally known cases, including successful ones, of using microbial products for cancer 
therapy which in recent decades has been shown to be mediated via stimulation of the tumor 
necrosis factor endogenous production 18 . The products capable of evoking concomitant 
5 production of various cytokines and hemopoietic factors have presently come to be known as 
multi-cytokine inducers. Among these are a killed streptococcal preparation, Nocardia Opaca, 
and other bacterial products 19 * 20 21 . However, virtually all the substances possessing such 
capability are either killed microorganisms or microbial products or compounds having irregular 
composition, which results in their limited medicinal utility or even renders their therapeutic use 
10 impracticable Thus, the problem of finding a medically and pharmaceutical^ acceptable inducer 
of the cytokine and hemopoietic factor endogenous production has not heretofore been resolved. 

Oxidized glutathione (also known as glutathione disulfide and GSSG) will often be 
referred to as GSSG in this application. 

GSSG is known as a dimmer of tripeptide glutathione (y-glutamyl-cysteinyl-glycine) 
15 where two molecules of the tripeptide with the above structure are linked via a covalent disulfide 
bond between the cystamine residues. Therefore, both the tripeptide glutathione (glutathione, 
reduced glutathione, GSH, hereinafter referred to as GSH) and its dimmer GSSG are natural 
metabolites present in animal tissues and biological fluids. At the same time, the natural blood 
level of GSSG is not sufficient for inducing the cytokine endogenous production in both normal 
20 and pathological conditions 

GSH is known to be one of the most important intermediates in the amino acid 
metabolism and a factor maintaining the intracellular homeostasis 22 ,2 \ The reducing properties of 
GSH and its function as a donor of reduction equivalents, which is due to the sulfhydryl moiety of 
the cystamine residue, are of key importance. This characteristic of GSH is responsible for the 
25 substance playing a crucial part in one of the most important intracellular antioxidant systems, 
consisting of GSH as such and two enzymes of its reversible conversion into GSSG; glutathione 
peroxidase and glutathione reductase 24 25 . The permanent functioning of said system is essential 
for inactivating or reducing endogenously generated oxidants as well as active metabolites of 
foreign substances 26,27 . 

30 GSH is also known to participate in detoxification reactions involving a group of enzymes 

collectively known as glutathione S-transferase 28 . These enzymes are capable of conjugating the 
GSH molecule with various xenobiotics by forming a bond between the latter and glutathione via 
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the thiol moiety of the cystamine residue of the tripeptide. The subsequent degradation of the 
conjugate is catalyzed by the y-glutamyl cycle enzymes, and may vary considerably depending 
upon the nature of the xenobiotic. 

Under natural conditions, GSSG does not accumulate in amounts sufficient for inducing 
cytokine and hemopoietic factor production, due to a constant reduction of GSSG to GSH The 
GSSG reduction to GSH also actively progresses in the intestines and liver upon GSSG oral 
administration, and as any product made of amino acids, the substance is proteolytically 
degradable in the gastrointestinal tract. 

GSSG is known to be used as a components of a nutritional supplement utilized as an 
adjunct diet in treating patients 29 . However, being a peptide substance, most of the orally 
administered GSSG is digested in the gastrointestinal tract with the remainder being reduced in 
the intestinal and hepatic cells to GSH and not entering the circulation Therefore, the delivery of 
GSSG into the organism through the gastrointestinal tract may eliminate the possibility of the 
realization of its activity as a stimulator of endogenous production of cytokines and hemopoietic 
factors. 

An elevation of the GSH endogenous levels for medicinal utility is known to be suggested 
for boosting immunity 30 and treating toxemias, poisonings, diabetes, mellitus, cardiovascular, 
infectious and other disorders 31 ' 32 * 33 . Possible functions of GSH and GSSG appear in the 
literature. 

Exogenous GSH or its direct (y-glutamyl-cystamine, w-acetyl-cystamine, and «-acetyl- 
cystamine-glycine) or indirect (2-oxothiazolidine-4-carboxylate) biochemical precursors, or their 
salts and esters, are reportedly used as medicinal agents and dietary supplements in treating 
various diseases 34 * 35 - 36 * 3 ™ 8 . 

GSH is also claimed to be useful as a chemoprotective agent that prevents neurotoxicity 
in cancer chemotherapy 39 as well as in combination with antineoplastics in order to augment their 
effect 40 . 

No reference, however, is currently available to GSSG as a medicine in its own right (sole 
substance) used to induce the endogenous production of cytokines and hemopoietic factors. The 
substance is known neither to have medicinal effects in human and animal diseases nor to be 
applied as a pharmaceutical agent for treating illnesses. 
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Summary of the Invention 

It is an object of the present invention to provide an active substance, and advantageous 
combinations of said substance and/or its derivatives with extenders and/or enhancers or 
modulators of its activity which are capable of inducing endogenous cytokine and hemopoietic 
factor production to an individual or a subject in need thereof. 

"Subject in need thereof as used in this application is intended to mean a mammal, e.g. y 
man, domestic animals and livestock including cats, dogs, cattle and horses, having one or more 
manifestations of a disease in which stimulation of endogenous cytokine or hemopoietic factor (or 
both) production would be considered beneficial by those skilled in the art "Therapeutic agent" 
as used in this application is meant to include any drug form of GSSG-containing material or 
GSSG alone, which has a therapeutic effect on neoplastic, infectious, hematologic, immunologic 
or other diseases. Therapeutic effect, as will be further defined, indicates any effect in man and 
other mammals which is beneficial, including curative, preventative, allowing maintenance at a 
beneficial level, or is in any way advantageous in connection with the body of man and other 
mammals. 

In accordance with the present invention, it is GSSG that upon parenteral administration 
induces the endogenous cytokine and/or hematopoietic factor production in an individual or 
subject in need thereof, in both health and disease. 

Having performed studies in search for a medically and pharmaceutical^ acceptable 
inducer of the cytokine and hemopoietic factor endogenous production, the applicants discovered 
a new property of a previously known substance, oxidized glutathione (oxidized glutathione, 
glutathione disulfide, GSSG, hereinafter often referred to as GSSG) 

Being administered parenterally or acting on isolated cells, the substance is capable of 
inducing production of several cytokines and hemopoietic factors in mammals (animals and 
humans) in both health and disease. 

The inducer or stimulator of the endogenous cytokine and hemopoietic factor production 
is oxidized glutathione (GSSG) which is a dimmer of reduced glutathione having the structure y- 
glutamyl-cysteinyl-glycine, where the two molecules of the tripeptide are linked via a covalent 
disulfide bond between the cystamine residues 

According to the invention, a method is provided for stimulating endogenous production 
of cytokine and hemopoietic factors by introducing to a mammalian body in need of stimulation 
of cytokine or hemopoietic factor or both, an effective amount of oxidized glutathione for a 
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sufficient period of time to stimulate said endogenous production to obtain a therapeutic effect. 

Preferably, the glutathione is introduced parenterally or topically. In a preferred form, the 
method is carried out by introducing the oxidized glutathione (GSSG) or its derivatives with an 
extender of half life and/or enhancers or modulators to enhance the desired effect of stimulating 
5 endogenous production of cytokines and hemopoietic factors and producing a therapeutic effect 
in a body. 

Preferably, the GSSG derivative is selected from the group of compounds representing a 
molecule of GSSG chemically modified by binding covalently as for example: with cysteamine - 
(2-mercaptoethylamine), lipoic acid (6,8-thioctic acid), carnosine (b-alanyl-hystidine), adenosine 

10 (9-p-D-ribofuranosyladenine), methionine (2-amino-4-[methyIthio]butanoic acid), and both the D 
and L forms of the amino acids set forth in this paragraph can be used. 

Particularly desirable derivatives are GSSG covalently bound either to cysteamine (S- 
thioethylamine-glutathione disulfide ), or to lipoic acid (bis-[6,8-thiooktaniI]»glutathione 
disulfide), or to carnosine ([b-alanyl-hystidil>glutathione disulfide), or to adenosine ([9-p-D- 

15 ribofuranosyladenil]»glutathione disulfide), or to methionine (bis-[2-amino-4- 

[methylthio]butanoil]«glutathione disulfide), or mixtures thereof and including the D and/or L 
forms of amino acids herein. 

Preferably, the extender is selected from the group consisting of pharmaceutically 
acceptable pro-oxidant compounds, (hydrogen peroxide, ascorbic acid) compounds capable of 

20 forming both weak ionic and coordinating links which stabilize molecule of GSSG (dimethyl 
sulfoxide), or materials which are competitors of NADP-H-dependent reduction of GSSG into 
GSH catalyzed by glutathione reductase, compounds capable of producing reversible inhibition of 
reduction of NADP+ into NADP-H catalyzed by glucose-6-phosphate-dehydrogenase or by other 
NADP-H-dependent enzymes, or mixtures thereof 

25 Particularly desirable extenders are hydrogen peroxide, inosine, ascorbic acid, dimethyl 

sulfoxide, or cystamine or mixtures thereof 

Preferably, the enhancer/modulator is selected from the group consisting of methyl moiety 
donators (such as choline-chloride{[2-hydroxyethyl]trimethylammonium chloride} or S-adenosyl- 
methionine), representatives of intracellular redox-oxidative pairs (such as lipoic/dehydrolipoic, 

30 folic/dehydrofolic, ascorbic/dehydroascorbic acids). An enhancer or modulator or 

enhancer/modulator as used herein is meant to be a material which increases or changes 
beneficially in terms of curative outcomes the therapeutic effect of GSSG or its derivatives, but is 
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not an extender of half life of the GSSG. 

Particularly desirable enhancers or modulators are choline-chloride, S-adenosyl- 
methionine, lipoic (6,8-thioctic) and folic (pteroylglutamic) acids 

In the preferred form, GSSG is introduced to the body at a dose of from 0 01 to 0.5 mg of 
5 GSSG base per kg of body weight for GSSG base and its salts, and from 0.01 to 1 0 mg for 
GSSG derivatives, at least one time during each 24 hour period, although it can be continuously 
injected or otherwise introduced to the body to have a 24 hour total dosage of from 0 01 to 0 5 
mg per kg of body weight for GSSG base and its salts, and from 0.01 to 1.0 mg for GSSG 
derivatives each 24 hour period. Preferably, administration and introduction to the body is 

10 carried out until a desired stimulating effect increasing production of cytokines and hemopoietic 
factors and providing a therapeutic effect is obtained 

According to the invention, a therapeutic agent for treating neoplastic, infectious, 
hematologic, immunologic and other diseases is provided, comprising an effective amount of 
oxidized glutathione, along with a pharmaceutically acceptable excipient Preferably, the oxidized 

15 glutathione for parenteral use is in a pharmaceutically acceptable solvent as, for example, an 
aqueous solution including water, glucose solution, isotonic solutions of sodium chloride, 
buffered salt solutions. Preferably, a pharmaceutically acceptable extender capable of enhancing 
and prolonging therapeutic effect as by increasing the half life of oxidized glutathione; or a 
pharmaceutically acceptable enhancer or modulator of GSSG activity by mechanisms other than 

20 increasing the GSSG half life, is used along with the GSSG 

The applicants have for the first time shown that an immediate action of exogenous GSSG 
or its salts on mammalian (human and laboratory animal) cells capable of producing cytokines and 
hemopoietic factors, exerts stimulation on the synthesis of these molecules and their increased 
level in the blood serum (in vivo conditions) or culture media (ex vivo or in vitro conditions). 

25 The method suggested can bring about the effect of stimulating production of cytokines and 

hemopoietic factors, and this effect is elicited by the administration of GSSG into the organism or 
entering into the cultural media, as well as by the administration of GSSG in combination with 
pharmacologically active formulations mediating either the prolongation of glutathione's retaining 
the oxidized form or enhancing or beneficially modulating its activity The studies performed by 

30 the applicants have revealed GSSG and its formulations to possess a therapeutic effect in various 
experimental and clinical pathological conditions. 
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The revealed GSSG-induced stimulation of the endogenous cytokine and hemopoietic 
factor production in the body results in antitumor, anti-infective, hemopoietic, 
immunomodulatory and other pharmacological effects resulting, in turn, to a greater or lesser 
extent therapeutic or preventive effect in various diseases. 

5 

Brief Description of the Drawings 

The above and other objects, features and advantages of the present invention will be 
better understood from the following specification when read in connection with the 
accompanying drawing in which: 

10 Figures la, lb, 1c and Id are charts showing cytofluorometric analysis of cells HL-60, 

cytofluorometric analysis of cells HL-60 in the presence of the preparation of this invention, 
cytofluorometric analysis of human lymphocytes, and cytofluorometric analysis of lymphocytes in 
the presence of the preparation of this invention, respectively, as will be described in the 
discussion of Example 4, relating to research of apoptosis-induced preparation activity in 

15 cultivated mammalian cells; and 

Figure 2 is a drawing of GSSG structure with notification of sites for chemical 
modifications when GSSG salts and derivatives are reproduced; and 

Figures 3, 4, 5, 6 and 7 are drawings of compounds where GSSG is covalently bound to: 
to cysteamine (S-thioethylamine-glutathione disulfide, Fig. 3); lipoic acid (bis-[6,8- 

2() thioktanil]«glutathione disulfide. Fig. 4); carnosine ([b-alanyl-hystidil]»glutathione disulfide, Fig. 
5), or to adenosine ([9-p-D-ribofuranosyladenil]»glutathione disulfide, Fig. 6); methionine (bis-[2- 
amino-4-[methylthio]butanoil]«glutathione disulfide, Fig. 7) 

Description of Preferred Embodiments 

25 In accordance with the present invention, the medicinal agent suggested for treating 

neoplastic, infectious, hematologic, and other diseases, in which stimulation of the endogenous 
cytokine and hemopoietic factor production is appropriate, has an effective amount of GSSG 
and/or its pharmaceutical ly acceptable salts, and/or its pharmaceutical^ acceptable derivatives as 
its active principle. It is also advantageous to prepare a drug form of the medicinal agent as an 

30 injectable solution containing 0.01 to 2.0% of GSSG base for GSSG itself ant its salts, or 0.01 to 
4.0% for GSSG derivatives. 
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The GSSG used as a therapeutic or medicinal agent in accordance with the present 
invention is shown in Figure 2. GSSG and/or its pharmaceutical^ acceptable salts, and/or its 
pharmaceutically acceptable derivatives is preferably used in a carrier or solution as, for example, 
isotonic solution of sodium chloride, glucose solution, other buffer and salt solutions. Any 

5 aqueous based or solvent based carrier or solvent can be used as long as the overall solution or 
dispersion is compatible with the body and pharmaceutically acceptable i.e., it does not cause any 
unwanted side effects in the body or unwanted interaction with GSSG and/or its pharmaceutically 
acceptable salts, and/or its pharmaceutically acceptable derivatives 

In the structural formula of Figure 2, points Xi, X 2 , X?, X4, X 5 , and X* are noted as sites 

10 for chemical modification of the GSSG. Generally, the GSSG and/or its pharmaceutically 

acceptable salts, and/or its pharmaceutically acceptable derivatives is used in the form shown in 
solution or can be any of its physiologically and pharmaceutically acceptable soluble salts The 
disodium and delithium salts where X], X4, are either sodium ions or lithium ions or a mixture, 
are preferred for best solubility of the drug. Xi, X 2 , X 3 , and X4 can each be hydrogen if other 

15 substitutes are not used. Other salts of GSSG can be used, so long as they are pharmaceutically 
acceptable, i.e., do not adversely affect the body, for example, Xi, X 2 , X 3 , and X4 can all be (or 
one or more of them can be) potassium, calcium, zinc, molybdenum, vanadium, fluoride, mixtures 
thereof or any other pharmaceutically acceptable substitutes. Water soluble salts are preferred for 
use in this invention. 

20 In the structural formula of Figure 3, points Xi, (or probably Xi, and X 2 ) is noted as site 

for covalent binding with cysteamine molecule(s) (2-mercaptoethylamine). In the structural 
formula of Figure 4, points X 5 , and X* are noted as sites for covalent binding with molecules of 
lipoic acid (6,8-thioctic acid). In the structural formula of Figure 5, point X 3 is noted as site for 
covalent binding with molecule of carnosine (b-alanyl-hystidine). In the structural formula of 

25 Figure 6, point X 2 is noted as site for covalent binding with molecule of adenosine (9-P-D- 

ribofuranosyladenine). In the structural formula of Figure 7, points X 5 , and X* are noted as sites 
for covalent binding with molecules of methionine (2-amino-4-[methylthio]butanoic acid). 

In accordance with the present invention, it is expedient to use such GSSG or its 
derivative drug forms and/or pharmaceutical compositions that either prolong oxidized 

30 glutathione half-life in tissues and biological fluids, or augment, or beneficially modulate the 
revealed biological and therapeutic properties of GSSG. 
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In accordance with the present invention^ with the purpose of augmenting, beneficial 
modulating, and/or prolonging the therapeutic effect of GSSG, its drug form (injectable solution) 
is suggested to contain GSSG and/or its derivatives as described above (see Fig. 3-7) together 
with pharmaceutical^ acceptable component (extender, enhancer/modulator), capable of 
extending the half-life of GSSG and/or its derivatives or enhancing/modulating their biological 
and therapeutical effects. GSSG and/or its salts, and/or its derivatives can either be present in a 
single drug form together with the above mentioned extenders, enhancers/modulators (single 
injectable solution prepared beforehand or ex tempore), or be delivered into the body using 
separate drug forms: injectable solutions for GSSG and/or its salts, and/or its derivatives and/or 
derivatives salts; and any pharmaceutical^ acceptable drug forms, dosage regimens, and 
administration routes for the above mentioned extenders, enhancers/beneficial modulators. 

As a pharmaceutical^ acceptable GSSG derivative, one of the compounds, or of their 
pharmaceutical^ acceptable salts, where GSSG is covalently bound to: either cysteamine (S- 
thioethylamine-glutathione disulfide, see Fig. 3 for structural formula), or lipoic acid (bis-[6,8- 
thiooktanil]#glutathione disulfide, see Fig. 4), or carnosine ([b-alanyl-hystidil].glutathione 
disulfide, see Fig. 5), or adenosine ([9-p-D-ribofuranosyladenil>gIutathione disulfide, see Fig. 6), 
or methionine (bis-[2-amino-4-[methylthio]butanoil]»glutathione disulfide, see Fig 7), can be 
offered for application. 

This is because the presence of one of the aforementioned molecules (cysteamine, lipoic 
acid, carnosine, adenosine, or methionine) as a constituent part of a modified GSSG molecule, 
stabilizes structure of the corresponding derivative making it more resistant against proteolysis 
and/or reduction to GSH As another way of stabilizing molecule of GSSG, its salts, or its 
derivatives/derivative salts, and protecting them against proteolysis and/or reduction, a 
replacement of one or more of L-amino-acids constituting the molecule of both GSSG and the 
aforementioned derivatives with their D-forms, can be implemented 

All of pharmaceutical^ acceptable GSSG or derivatives most preferably can be used as 
the medicinal agents in the injectable form of 1.0% solution with dosage range of from 0.01 to 
0.5 mg of GSSG base per kg of body weight for GSSG base and its salts, and from 0.01 to 1 .0 
mg for GSSG derivatives, with preferable concentration range of from 0.5% to 5 0% one or more 
times a day, by one or more day pulses or continuously until a desired therapeutic effect has been 
achieved. As a pharmaceutical acceptable component or extender to prolong glutathione 
permanence in oxidized form, 0 003% hydrogen peroxide and/or 5.0% ascorbic acid can be 
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offered for application This is because in the presence of hydrogen peroxide or ascorbic acid, a 
donor of reactive oxygen intermediates (that is an oxidant), GSSG is reduced by glutathione 
reductase to GSH at a lesser speed, thereby conditioning a slower reduction of GSSG introduced 
exogenously into biological media. 

Hydrogen peroxide preferably can be used in amounts of from 0.03 to 0.0003% by weight 
of solutions used (from 1 .0 to 5.0 ml of solutions, regardless whether they contain or do not 
contain GSSG and/or its salts, and/or its derivatives/derivative salts). Ascorbic acid preferably 
can be used in amounts of from 0. 1 to 10% by weight of solutions used (from 1 .0 to 1 0 0 ml of 
solutions, regardless whether they contain or do not contain GSSG and/or its salts, and/or its 
derivatives/derivative salts). 

Usage of an acceptable concentration of hydrogen peroxide (H 2 0 2 ) and/or ascorbic acid in 
formulation of the drug form for parenteral administration, as well as usage of any other 
prooxidant compounds (donors of active oxygen form), makes it possible to realize only one of 
possible methods of the prolongation of oxidized glutathione and/or its derivative half-life in the 
biological fluids and tissues and, thereby, to enhance and prolong the pharmaceutical effect of 
GSSG and/or its derivatives. 

We have also found some other pharmaceutically acceptable components or extenders 
capable of mediating the slowdown of the reduction of exogenous GSSG and/or its derivates into 
GSH in biological media Such, in particular, are: the compounds capable of forming weak ionic 
and/or coordinating links which stabilize molecules of GSSG, for example, dimethyl sulfoxide; the 
factors capable of setting up competitive relations with a reduced form of the nicotinamide 
adenine dinucleotide phosphate or NADP-H, for example, inosine (and other derivatives of 
hypoxanthine), as well as the agents reversibly inhibiting the processes of reduction of the 
oxidized form of NADP+ into NADP H, for example, cystamine (2,2'-Dithio-bis[ethylamine]) and 
other inhibitors of glucose-6-phosphate-dehydrogenase. 

Besides hydrogen peroxide and ascorbic acid, one of other pharmacologically accepted 
components capable to prolong the oxidized glutathione half-life can be dimethyl sulfoxide, which 
stabilize GSSG or its derivate molecules by forming both weak ionic and coordinating links with 
atoms of GSSG. Dimethyl sulfoxide is used most preferably as 7 .0% (v/v) solution and 
preferably as a solution of from 0.1% to 30% by volume (from 1 .0 to 30.0 ml of solutions or 
more when applied epicutaneou sly/through instillations, regardless whether they contain or do not 
contain GSSG/GSSG salts and/or its derivates/derivate salts 
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Since reduced NADP-H is the key cofactor of glutathione reductase system catalyzing the 
reduction of GSSG into GSH, any pharmaceutical^ acceptable compounds or biophysical 
influence retarding the reduction of GSSG or blocking biological oxidation of NADP-H by 
glutathione reductase will facilitate preservation of GSSG/GSSG salts and/or its 
5 derivates/derivate salts from reduction in biological media and, therefore, will enhance and 
prolong its curative effect. 

Due to conducted research we were the first to discover that GSSG pharmaceutical and 
medicinal effect will reinforce, when GSSG used in combination with agents capable of 
competition with NADP-H, as well as with compounds reversibly inhibiting the enzymatic 
10 reaction, catalyzed by glucose-6-phosphate-dehydrogenase which mediates the reduction of the 
oxidized form of NADP+ Reversible inhibitors or pentose phosphate pathway of glucose 
oxidation can be used. 

Thus, besides hydrogen peroxide, ascorbic acid and dimethyl sulfide one of other 
pharmacologically accepted components capable to prolong the oxidized glutathione half-life can 
15 be inosine (hypoxanthine-9-D-ribofiiranoside) used most preferably as 0. 1% solution and 
preferably as a solution of from 0. 1% to 5% by weight (from 1 .0 to 5.0 ml of solutions, 
regardless whether they contain GSSG/GSSG salts and/or its derivates/derivate salts. 

The investigations carried out showed inosine to facilitate biological and therapeutical 
effects of GSSG It was demonstrated that this property of inosine is based on its ability to 
20 compete with NADP-H, and thereby, to retard GSSG reduction into GSH. Moreover, we have 
also found that other hypoxanthine derivatives (including inosine, nucleoside ones, hypoxanthine 
riboside and other nucleoside derivatives of inosine) possess this property as well. 

Also, besides hydrogen peroxide, ascorbic acid, dimethy sulfoxide and inosine, cystamine 
(2,2'-Dithio-bis[ethylamine]) is another pharmaceutical I y acceptable agent conditioning a slower 
25 reduction of GSSG, if used most preferably as 0.1% solution and preferably as a solution of from 
0.1% to 3% by weight (for example 1.0 to 5.0 ml of solutions, regardless whether they contain 
GSSG/GSSG salts and/or its derivates/derivate salts).. 

Our research showed cystamine to facilitate biological and therapeutical effects of GSSG 
The effect is due to the cystamine ability to act as a reversible inhibitor of key enzyme of the 
30 pentose phosphate pathway, glucose-6-phosphate-dehydrogenase, mediating reduction of 
NADP+ into NADP-H 
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As pharmaceutical^ acceptable components capable of enhancing or beneficially 
modulating biological and therapeutic effects of GSSG and/or its derivatives, several groups of 
chemical compounds have been shown to augment, diversify or beneficially alter effects of GSSG 
and/or its derivatives Therefore several enhancers^eneflcial modulators of effects of 
5 GSSG/GSSG salts and/or its derivates/derivate salts can be assigned to the following groups of 
chemicals. 

Donators of methyl groups, such as choline-chloride and S-adenosyl-methionine used in 
combination with GSSG (and/or its salts/derivatives) have appeared to be more effective 
compared with GSSG alone (and/or its salts/derivatives) when these agents are used for treating 

10 animals with experimental pathologic conditions of immunologic and infectious nature. At that, it 
has been shown that choline-chlorine can be used in patients most preferably as 10% solution and 
preferably as a solution of from 1 .0% to 20% by weight (from 1 .0 to 5.0 ml or solutions, 
regardless whether they contain GSSG or its derivatives). S-adenosyl-methionine can be used in 
patients most preferably as 5.0% solution and preferably as a solution of from 1 .0% to 10% by 

15 weight (from 1.0 to 5.0 ml of solutions, regardless whether they contain either GSSG and/or its 
derivatives) 

Compounds, which are capable of formation intracellular redox-oxidative pairs (lipoic, 
folic and ascorbic acids) have also been found to augment GSSG/derivative effects in 
immunologic, infectious, or other diseases (diabetes mellitus). Lipoic acid can be used in patients 
20 most preferably as 0.5% solution and preferably as a solution of from 0. 1% to 1 .0% by weight 
(from 1 0 to 5 0 ml of solutions, regardless whether they contain either GSSG and/or its 
derivatives). Folic acid can be used in patients most preferably as 0.5% solution and preferably as 
a solution of from 0.1% to 1.0% by weight (from 2 .0 to 5 .0 ml of solutions, regardless whether 
they contain either GSSG and/or its derivatives). 

25 Thus, the present invention also suggests the method to enhance or beneficially modulate 

the ability of GSSG to stimulate endogenous production of cytokines and hemopoietic factor 
which presupposes the usage a pharmaceutical composition including GSSG and/or its derivates 
and an additional component or components able to prolong the oxidized glutathione half-life 
(extenders) or to enhance/modulate beneficially biological and therapeutical effects of GSSG 

30 and/or its derivatives (enhancers/beneficial modulators). GSSG and/or its salts, and/or its 

derivatives can either be administered combined in a single dosage form with both extenders and 
enhancers/modulators, or can be delivered into a body separately from both extenders and 
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enhancers/modulators, using different pharmaceutical^ acceptable administration routes for each 
constituent of any combination used. This can be achieved for example by the administration of 
pharmaceutical^ acceptable compositions including drug forms of GSSG/GSSG salts and/or 
GSSG derivatives/derivative salts; and pharmaceutical^ acceptable compositions including drug 
5 forms of other products, able to prolong the oxidized glutathione half-life (extenders), and/or able 
to enhance/modulate beneficially therapeutical effects of GSSG/GSSG salts and/or GSSG 
derivatives/derivative salts. As used herein, the term "GSSG derivatives" means either S- 
thioethylamine-glutathione disulfide, or bis-[6,8-thiooktanil]»glutathione disulfide, or [b-alanyl- 
hystidilj#glutathione disulfide, or [9-P-D-ribofuranosyladenil]»glutathione disulfide, or bis-[2- 

10 amino-4-[methylthio]butanoil]«glutathione disulfide, with one or more of L-amino-acids 

constituting the molecule GSSG being replaced with its D-form and given at the same dosage 
range (of from 0.01 to 1 .0 mg/kg). 

As used herein, the term "extenders" means hydrogen peroxide preferably 0 003%, 
ascorbic acid preferably 5.0% or other compounds with oxidant activity; dimethyl sulfoxide 

15 preferably 7 .0%, or other compounds capable of forming weak ionic and/or coordinating links 
which stabilize molecule of GSSG; inosine (hypoxanthine-9-D-ribofiaranoside) preferably 0 .1%, 
or its derivatives including inosine nucleosides; and also cystamine (2,2'-Ditio-bis[ethylamine] 
preferably 0.1%, or other compounds, capable to produce reversible inhibition of glucose-6- 
phosphate-dehydrogenase, the key enzyme of the pentose phosphate pathway. 

20 As used herein, the term "enhancers/beneficial modulators" or "enhancers/modulators" 

means choline-chloride preferably 10%, S-adenosyl-rnethione preferably 5.0% or other 
pharmaceutically acceptable donators of methyl groups; iipoic acid preferably 0.5%; folic acid 
preferably 0.5% or other compounds, which are capable of formation intracellular redox- 
oxidative pairs. Any other chemical compound or physical influence, which is capable of 

25 enhancing and/or modulating beneficially any biological or therapeutical effects of 
GSSG/derivatives mentioned in this application should also be considered as 
"enhancers/modulators." 

As used herein, the term "epicutaneously/through instillations" means any physiologically 
and/or medically acceptable administration route when there is a remedy/medicine application on 

30 skin surface or superficial mucous membrane (epicutaneous, or cutaneous, or topical, or local 
use), or when there is an intracavitary remedy/medicine use through its introduction into a 
natural and/or artifical cavity of (or space whithin) a body, such as stomach, urinary bladder. 
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vagina, rectum, abdominal or pleural cavities, intraarticular space, airways, maxillary sinus, and 
the like, or any pathological, and/or wound cavity. 

It is found that the parenteral (intravenous, intraperitoneal, intramuscular, etc.) 
administration of GSSG and/or its salts, and/or its derivatives in combination with an extender or 
enhancer/modulator stimulates endogenous production or TNF-a, IFN-a and lFN-y, IFN-B, IL- 
EB, IL-1, IL-2, IL-6, IL-10, G-CSF, colony stimulating factors, erythropoietin, and GM-CSF in 
organism of experimental animals in a larger degree than with the application of GSSG alone 
and/or its salts, and/or its derivatives. GSSG and/or its derivatives and any extender or 
enhancer/modulator can be administered with the use of both the single dosage form or different 
pharmaceutical^ acceptable dosage forms (as well as dosage regimens and administration routes) 
for each constituent of any combination used 

The studies carried out prove the ability of the above mentioned compounds to enhance 
and/or beneficially alter the biological and therapeutical effects of GSSG and/or salts and/or 
derivatives, which makes evident the expediency of their use in combination with GSSG and/or 
salts and/or derivatives, to treat neoplastic, infectious, hematological and other diseases in which 
stimulation of the endogenous cytokine and hemopoietic factor production is considered 
beneficial by those skilled in the art. 

Thus, in accordance with the present invention, for the purpose of enhancing and 
prolonging the GSSG therapeutical effect, it is preferred that a final drug formulation of GSSG or 
its salts or derivatives/derivative salts (1 -5 ml of solution for injections) should contain additional 
pharmaceutical^ acceptable components able to either prolong the GSSG, salt or derivative half- 
life in the biological media or to enhance/modulate beneficially their biological or therapeutical 
effects. Any of proposed pharmaceutical acceptable components can also be administered 
separately from GSSG and/or its derivatives, with the use of any other pharmaceutical^ 
acceptable dosage form, as well as dosage regimen, and route of administration. 

These pharmaceutical^ acceptable components, which are other than GSSG and its 
derivatives, and their most preferable concentrations and dosages for treating human beings can 
be the following: 

a) 0.003% hydrogen peroxide with the acceptable concentration range of from 0.03 
to 0.0003% by weight and dosage range of from 1.0 to 5 .0 ml and more when 
administered epicutaneously or through instillations; 
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5 .0% ascorbic acid with the acceptable concentration range of from 0. 1 to 10% by 
weight and dosage range of from 1.0 to 10.0 ml and more when administered 
epicutaneously or through instillations; 

or any other pharmaceuticaily acceptable pro-oxidant compounds with activity of 
5 the donors of reactive oxygen intermediates, 

b) 7 0% (v/v) dimethyl sulfoxide with the acceptable concentration range of from 

0. 1% to 30% by volume and dosage range of from 1 .0 to 30.0 ml and more when 
administered epicutaneously or through instillations; 

any other pharmaceuticaily acceptable compounds capable to stabilize GSSG or its 
10 derivative molecule by forming both weak ionic and coordinating links with atoms 

of GSSG, 

c) 0. 1% inosine (hypoxanthine-9-ribofiiranoside) with the acceptable concentration 
range of from 0. 1% to 5 .0% by weight and dosage range of from 1 .0 to 5 .0 ml and 
more when administered epicutaneously or through instillations; 

15 any other pharmaceuticaily acceptable competitors of NADP-H-dependent 

reduction of GSSG into GSH catalyzed by glutathione reductase; 

d) 0. 1% cystamine (2,2'-Dithio-bis[ethylamine]) with the acceptable concentration 
range of from 0. 1% to 3 .0% by weight and dosage range of from 1 .0 to 5 .0 ml and 
more when administered epicutaneously or through instillations; 

20 any other pharmaceuticaily acceptable compounds able to produce reversible 

inhibition or reductio of NADP+ into NADP-H catalyzed by glucose-6-phosphate- 
dehydrogenase or by other NADP-dependent enzymes 

e) 1 0% choline-chloride with the acceptable concentration range of from 1 .0% to 
20% by weight and dosage range of from 1 .0 to 5,0 ml and more when 

25 administered epicutaneously or though instillations; 

5 .0% S-adenosyl-methionine with the acceptable concentration range of from 
1 .0% to 10% by weight and dosage range of from 1 .0 to 5 .0 ml and more when 
administered epicutaneously or through instillations; 

any other pharmaceuticaily acceptable compounds able to serve as donator of 
30 methyl groups; 

0 0.5% lipoic acid with the acceptable concentration range of from 0 . 1% to 1 .0% by 
weight and dosage range of from 1 .0 to 5 .0 ml and more when administered 
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epicutaneously or through instillations, 

any other pharmaceutical^ acceptable compounds able to form intracellular redox- 
oxidative pairs. 

At the same time, the data were obtained to testify the direct antitumor effect of GSSG, 
GSSG salts or GSSGderivatives administered alone or in combination with the pharmaceutical^ 
acceptable compounds prolonging oxidized glutathione half-life in biological media or 
enhancing/modulating the effects thereof. Moreover the GSSG or GSSG derivative effect was 
proved to be different for normal and tumor cells. Our in vitro research with the use of normal 
and tumor cells revealed that the GSSG or its derivatives alone, or their pharmaceutical ly 
acceptable compositions containing extenders and/or enhancers/modulators initiated tumor cell 
death in apoptosis like manner In case of normal cells, they did not undergo destruction. 

It is an object of the present invention to provide a method for treating neoplastic, 
infectious, hematologic and other diseases in which stimulation of the endogenous cytokine and 
hemopoietic factor production is advantageous. The method comprises parenteral administration 
of GSSG and/or its derivatives as the medicinal agent in the injectable drug form at 0.01 to 0.5 
mg of GSSG base per kg body weight or 0.01 to 1 0 mg/kg for GSSG derivatives, one or more 
times a day, by one or more day pulses or continuously until a desired therapeutic effect has been 
achieved. It is essential that either GSSG as medicinal agent or its drug forms and/or 
pharmaceutical compositions be administered strictly parenterally so that to prevent or minimize 
its deregulation or reduction (to GSH) taking place in the gastrointestinal tract upon oral 
administration. However, any of proposed pharmaceutical^ acceptable components such as 
extenders, enhancers/modulators can also be administered separately from GSSG and/or its 
derivatives, with the use of any other pharmaceutical^ acceptable dosage form, as well as a 
dosage regimen, and a route of administration At that, the GSSG and/or its derivatives with or 
without extenders and/or enhancers/modulators can also be applied topically to the body at a dose 
consistent with the parenteral dose as for example 0.01 to 0 .5 mg of GSSG base per square meter 
of skin or topical areas of the body being treated (with 0.01 to 1 .0 mg per a square meter for 
GSSG derivatives) 

Provided the GSSG or its derivative molecule is protected from proteolysis and/or 
reduction to GSH, it would be advantageous to administer the agent orally and/or intralesionally 
(in situ) (wound, tumor, etc.) 

The examples given below confirm that the parenteral (intraperitoneal, intravenous, 
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intramuscular, subcutaneous, etc.) use of GSSG and/or its derivative results in inducing the 
endogenous production of inter alia TNF-a, IFN-a and IFN-y, 1L-1, IL-2, IL-6, IL-10, 
erythropoietin, and GM-CSF in mammals, which elicits a significant therapeutic effect in animals 
and humans suffering from neoplastic or infectious disease, hemopoiesis and immunity 
5 suppression of different origin, and other diseases in which stimulation of the endogenous 

cytokine and hemopoietic factor production would be considered beneficial by those skilled in the 
art. 

From the experimental findings (see Examples) it follows that the previously unknown 
GSSG capability of inducing the endogenous cytokine and hemopoietic factor production and 

K) exerting beneficial effects in various diseases, is not associated with an increase in GSH levels, 
because GSH testing in a wide range of doses and concentrations has revealed neither stimulation 
of the endogenous cytokine and hemopoietic factor production nor the therapeutic effect 
observed with the use of GSSG and/or its derivatives. 

GSSG can be used along with other medicaments without causing unwanted interaction in 

15 the body. For example, patients treated with known drugs such as lithium, ibuprofen, 

aminophylline, antibiotics, AZT, calcium antagonists, tamoxifen, hormones, interferon, and others 
can be treated simultaneously with GSSG. 

As used herein, the term "therapeutic effect" means any improvement in the condition of a 
patient or animal treated according to the subject method, including obtaining a preventative or 

20 prophylactic effect, or any alleviation of the severity of signs and symptoms of a disease and its 
sequelae, including those caused by other treatment methods (e.g., chemo- and X-ray therapy), 
which can be detected by means of physical examination, laboratory or instrumental methods and 
considered statistically and/or clinically significant by those skilled in the art. 

As used herein, the term "prophylactic effect" means prevention of any worsening in the 

25 condition of a subject treated according to the method of the invention, as well as prevention of 
any exacerbation of the severity of signs and symptoms of a disease or its sequelae, including 
those caused by other treatment methods (e.g. chemo- and X-ray therapy), which can be detected 
by means of physical examination, laboratory or instrumental methods and considered statistically 
and/or clinically significant by those skilled in the art. 

30 As used herein, the terms "neoplastic and infectious disease", "hemopoiesis and immunity 

depression of various origin", and "other diseases" mean any neoplastic and infectious disease, 
any condition caused or accompanied by the erythroid or myeloid suppression, or a reduction in 
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quantitative or functional immunity parameters, as well as any other disease or pathological 
condition in which stimulation of the endogenous cytokine and/or hemopoietic factors including 
but not limited to TNF-a, IFN-a, and INF-y, IL-1, IL-2, IL-6, 1L-10, erythropoietin, and GM- 
CSF, production would be considered advantageous by those skilled in the art. 

The non-limiting examples given below demonstrate feasibility of the invention. 
The active principle, the GSSG peptide capable of inducing the endogenous cytokine and 
hemopoietic factor production, may be obtained by conventional peptide synthesis techniques 41 

Thereby obtained peptide (GSSG) is subsequently used in animals and humans {in vivo) as 
the GSSG base, or as a pharmaceutical^ acceptable GSSG salt, or as a pharmaceutical ly 
acceptable GSSG derivative in an injectable drug form prepared by dissolving the bulk substance 
in injectable water, or in any pharmaceutical^ acceptable solvent, with the resultant concentration 
of the active compound being 0.01-2.0% by weight of GSSG base for GSSG and its salts (with 
0.01 to 4.0% by weight for GSSG derivatives). 

For an in vitro use in experimental settings, GSSG or its derivatives may be dissolved in 
biologically acceptable solvents such as culture media, isotonic saline solutions, glucose solutions 
and the like. Preferably an aqueous carrier or solvent is used, although and physiological and 
other solvents or carrier can be used. For topical application, organic solvents or carriers may be 
used in the form of ointments, pastes, creams or suppositories for body orifice applications. 

The drug form for human and animal use should be prepared under sterile and pyrogen- 
free conditions while exerting every effort to prevent chemical or bacterial contamination, thereby 
providing a sterile, pyrogen free treating agent or drug form. 

The GSSGor its derivatives injectable drug form has been tested in both animal studies 
and pilot human trials. 

The use of the maximum achievable concentration of the GSSG sodium salt solution 
(10.0%, 100 mg/mL) in injectable water (or in normal saline, or in 0.003% hydrogen peroxide, or 
in 0. 1% cystamine), and the maximum tolerable volumes administered to mice intra-peritoneally 
(IP< 2.0 mL), intravenously (IV, 0.5 mL), and intramuscularly (IM, 0.05 mL), have made it 
feasible to reach GSSG dosage levels 5000 mg/kg (IP), 1 350 mg/kg (IV), and 1 35 mg/kg (1M), 
i.e. 1000, 270, and 27 times, respectively, the maximum recommended human dose of 0.5 mg/kg. 
In none of the cases either animals 5 deaths or any toxic signs were observed, showing GSSG in 
injectable drug form to be essentially non-toxic. 
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The results of nonclinical evaluation of biological, pharmacological, and therapeutical 
properties of GSSG, we well as its drug forms with or without 0.003% hydrogen peroxide, or 
0.1% inosine, or 0. 1% cystamine, are presented in Examples ##1-8. 

Example #1 

Effect of GSSG and its drug forms on cytokine production by human 
peripheral blood mononuclear leukocytes in vitro 

Oxidized glutathione (GSSG), as well as its drug forms containing 0.003% hydrogen 
peroxide, or 0. 1% inosine, or 0. 1% cystamine, were evaluated for their effect on cytokine 
production by human peripheral blood mononuclear leukocytes in vitro 

The leukocytic cytokine production was triggered by adding a mitogen, concanavalin A 
(ConA) to the cell culture immediately after introducing the test substances. In 24 hours of the 
cellular exposure to ConA and the test articles, the culture supernatants were sampled and stored 
until cytokine determination at -70°C. 

With the aim of evaluating the functional status of the cells and their capacity of 
responding to the mitogen in the presence of the test articles at each concentration level, the 
control cell cultures, containing the test articles in identical concentrations, were incubated for 72 
hours following the initial concomitant introduction of ConA and the test substances. 16 hours 
prior to the incubation completion, 3 H-thymidine was added, and the label rate of incorporation 
into DNA was interpreted as the criterion of the cellular test system functional state. 

Venous blood from male healthy volunteers was collected into plastic heparinized tubes 

(endotoxin tested). PMNL fraction was isolated by centriftigation in density gradient of 

FicoU and sodium diatrizoate (Histopaque-1077, Sigma). 

Cell concentration was adjusted to 2x1 0 6 per mL of "complete" culture medium (RPM! 
1640, Sigma) containing: HEPES (20 mM); L-glutamine (2mM), Gentamicin (50 |ig/mL), 
fetal calf serum (10%). All the reagents used were of 4fc cell culture tested 11 grade, Sigma. 
Cell viability was estimated by the Trypan blue exclusion method and 100 (aL of cell 
suspension (200,000 cells) was placed into each well of flat bottom 96-well sterile micro 
titer plates for tissue cultures. Cells from each subject were placed into no less than 39 
wells. 

The five following final concentrations of the test articles (GSSG, as well as its drug 
forms containing 0.003% H 2 0 2 , or 0. 1% inosine, or 0. 1% cystamine) were evaluated: 
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5000 n.g/mL; 500 |j/mL, 50 ng/mL; 5 (xg/mL, and 0.5 |ig/mL. Each concentration was 
established in no less than 6 wells by adding 50 |aL of "complete" 1 medium containing the 
appropriate quantity of the previously dissolved test articles. Another 6 wells were used 
for control cultures and contained no GSSG: 50 |aL of "complete" medium, or 
correspondingly, "complete" medium containing 0.003% H 2 0 2 , or 0. 1% inosine, or 0. 1% 
cyst amine, were added. 

Immediately after the test articles had been entered into the cultures, 50 jaL of "complete" 
medium containing ConA (Sigma, cell culture tested) in a quantity required for a final 
concentration of 4.0 |ig/mL, was added to all the wells excepting 3 additional ones which 
served for evaluation of spontaneous 3 H-thymidine uptake (without ConA). 
After a twenty four hour incubation at 37°C and 5% of C0 2 , contents of 3 wells (from 
each sextuplet of identical wells) were taken out, centrifuged, and the supernatants were 
frozen and kept at -70°C until the cytokine assay. Cultures in the other 3 wells (of each 
sextuplet were incubated further under the conditions described above 
Fifty six hours after the incubation had begun, 1.0 (iCi of *H-thymidine was added into all 
the remaining cultures, the plates were incubated for another 1 6 hours, and then the 
contents of the wells were harvested and transferred onto glass-fiber filters which were 
consequently treated with 5% trichloroacetic acid and ethanol. The filters were dried and 
their radioactivity (counts per minute, cpm) was determined using liquid scintillation 
counter, Betaplate 1205 (LKB). 

Mean radioactivity values for triplicates of identical cultures were used to calculate the 
index of mitogenic stimulation: the ratio of averaged cpm values of ConA stimulated 
cultures to averaged cpm values of unstimulated ones (3 wells without ConA). This 
stimulation index for wells, where the test articles were present in various concentrations, 
served as a criterion of cellular functional status, and ability of the cells to respond to 
mitogenic stimulation. 

Supernatants of 24-hour culture triplicates were subsequently assayed for cytokine 
content only if their 72-hour matched control culture triplicates developed mitogenic 
response to ConA with value of the stimulation index in the range from 1 5 to 50. 
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Concentrations of interleukin-lb), interleukin-6 (IL-6), tumor necrosis factor a (TNFa), 
and interferon a (lFNa) were determined by ELISA using commercial reagent kits 
(Medgenix, Belgium) and were expressed in pg/mL of culture supernatant s 
The salient findings given in Tables 1-4. As can be seen from Tables 1 and 2, the adding 
of GSSG into the culture media resulted in statistically significant and dose-dependent stimulation 
of the cytokine production by human mononuclear leukocytes. In addition, the presence of 
hydrogen peroxide leads to increase control (no GSSG) levels of IL-6 and TNF-a. Besides that, 
being used in combination with hydrogen peroxide GSSG exerts a more pronounced (1.5-2 fold) 
stimulatory effect on the production of the cytokines on study: for LL-ip - at 5.0-5000 j-ig/mL 
concentration levels; for IL-6 and TNF-a - in the entire concentration range; and for IFN-a - at 
500 and 5000 ^g/mL. 

The application of GSSG in 0.1% inosine solution and 0. 1% cystamine solution results in 
a significant and dose-dependent increase of cytokine production, particularly with respect to IL- 
6 and TNFa (Tables 3 and 4). 

Thus, the GSSG effect on the human peripheral blood mononuclear leukocytes in vitro 
manifests in considerable stimulation of the cytokine release into culture media, thereby 
confirming the stimulatory effect of GSSG on the natural cytokine-producing capacity of the 
human blood cells. The use of GSSG in combination with hydrogen peroxide, inosine, as well as 
cystamine results in a more prominent effect of GSSG in respect of induction of endogenous 
cytokine production. 

Example #2 

Effect of GSSG and its drug forms on cytokine and hemopoietic factor 
production as well as on hemopoiesis and immunity parameters in 
cyclophosphamide-induced hemo- and immunodepression 
Both oxidized (GSSG) and reduced (GSH) glutathione, as well as GSSG drug forms 
containing 0.003% hydrogen peroxide, or 0. 1% inosine, or 0. 1% cystamine, were evaluated in a 
murine model of hemo- and immunodepression induced by a single administration of cytostatic 
cyclophosphamide (CP). 

The study was designed to evaluate the effect of a 5-day long administration of the test 
articles on the capability of the CP-treated murine splenocytes to produce IL-2 and GM-CSF /// 
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vitro. In addition, the number of blood leukocytes and lymphocytes and the bone marrow 
cellularity (number of karyocytes) were determined at 8 days after CP administration. Some 
animals receiving CP were then challenged with sheep red blood cells (SRBC), and the humoral 
immune response to the antigen was evaluated 

Male CBA mice (18 to 20g body weight) were given a single intraperitoneal injection of 
CP in a dose of 50 mg/kg. Five groups of animals (with no less than 15 mice in each) 
were formed. Group description is represented below. 
Control groups: 

□ #1 - intact animals receiving a single injection of normal saline (NS) 
instead of CP injection, which further were treated with test article vehicle 
(normal saline); 

□ #2 - control animals receiving a single CP injection, which further were 
treated with test article vehicle (normal saline); 

□ #3 - animals receiving a single CP injection, which further were treated 
with s reference article (GSH dissolved in normal saline) in a dose of 5 
mg/kg;, 

Test groups: 

□ #4 - animals receiving a single CP injection, which further were treated 
with the test article (GSSG dissolved in normal saline) in a dose of 5 
mg/kg, 

□ #5 - animals receiving a single CP injection, which further were treated 
with a variant of the test article drug form (GSSG dissolved in normal 
saline containing 0.003% H 2 0 2 ) with a GSSG dose of 5 mg/kg, 

□ #6 - animals receiving a single CP injection, which further were treated 
with a variant of the test article drug form (GSSG dissolved in normal 
saline containing 0. 1% inosine) with a GSSG dose of 5 mg/kg; 

□ #7 - animals receiving a single CP injection, which further were treated 
with a variant of the test article drug form (GSSG dissolved in normal 
saline containing 0. 1% cystamine) with a GSSG dose of 5 mg/kg; 

Twenty four hours after the CP injection, 5 animals in each group were immunized with 
SRBC (107 cells in 0.5 mL of NS, intra peritoneally) 
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On day 3 after the CP injection (24 hours after the immunization) the intraperitoneal 
injections of the test or reference articles were started (as it has been described above) 
Injections were performed during 5 days: once a day, daily. 

Twenty four hours after the completion of 5 day treatment course (on the 8th day after 
the CP injection), mice were euthanized and splenocyte cultures were aseptically prepared 
for assessment of spontaneous production of IL-2 and GM-CSF by the spleen 
lymphocytes in vitro 

Simultaneously, blood and marrow samples were collected for blood leukocyte and 
lymphocyte, and marrow nucleated cell counted. 

Serum samples from immunized animals were tested on level of SRBC agglutinins (the 
day 8 after the CP injection, and the day 7 after the immunization). 
Table #5 shows the parameters of LL-2 and GM-CSF production by splenocytes, bone 
marrow and blood cellular indices, and the immune response to sheep red blood cells in mice 
receiving the test articles against the background of cyclophosphamide induced hemo- and 
immunodepression. 

As is seen from the data, the use of both GSSG and GSSG solution in hydrogen peroxide 
brings IL-2 and GM-CSF splenocytic production almost back to normal whereas GSH shows no 
such effect Also, both GSSG and its hydrogen peroxide solution exert a significant restorative 
effect on the bone marrow and blood parameters as well as immune response to SRBC. 

Tables ##6 and 7 give data on effects of pharmacologically active compositions containing 
GSSG (in combination with 0. 1% of inosine, or 0. 1% cystamine) on tested parameter variations 
in mice with CP-induced hemo- and immunodepression. The findings show significant enhancing 
GSSG effects by inosine and cystamine components with respect of IL-2b and GM-CSF 
production stimulation and restoration of bone marrow and blood cellularity As it could be seen, 
GSH did not exhibit such stimulation. The maximum stimulation was achieved with the 
combination of GSSG and 0.1% inosine 

Thus, the use of the subject method in CP -induced hemo- and immunocompromised 
animals results in a prominent stimulation of IL-2 and GM-CSF endogenous production together 
with restoration of the bone marrow and blood cellular indices as well as immune response 
development to sheep red blood cells. 
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Example #3 

Effect of GSSG and its drug forms on cytokine and hemopoietic factor 
production as well as on hemopoiesis and immunity parameters in 
radiation-induced hemo- and immunodepression 
Both oxidized (GSSG) and reduced (GSH) glutathione, as well as GSSG drug forms 
containing 0.003% hydrogen peroxide, or 0.1% inosine, or 0. 1% cystamine, were evaluated in a 
murine model of hemo- and immunodepression induced by a single irradiation in a total dose of 1 
Gy 

The study was designed to evaluate efficacy of 7-day daily administration of the test 
articles (with the dosing started 2 hours post-exposure) on the capability of the splenocytes from 
mice exposed to radiation to produce IL-2 and GM-CSF in vitro. In addition, the number of 
blood leukocytes and lymphocytes and the spleen and bone marrow cellularity (number of 
karyocytes), we well as splenic and medullary colony-stimulating capacity, were determined at 8 
days post-exposure. 

Male CBA mice (18 to 20 g body weight) were irradiated with single dose of 180 kV X- 
rays filtered with 0.5mm Cu (at 15 mA, distance - 70 cm, duration 2 min. and 28 sec ). 
The total absorbed dose comprised approximately 1 Gy 

Five groups of animals ( with no less than 12 mice in each) were formed Group 
description is represented below 
Control groups: 

□ #1 - intact animals receiving a sham irradiation procedure to reproduce a 
stress impact, which further were treated with test article vehicle (normal 
saline); 

□ #2 - control animals irradiated in a dose of 1 Gy, which further were 
treated with test article vehicle (normal saline); 

□ #3 - animals irradiated in a dose of Gy, which further were treated with s 
reference article (GSH dissolved in normal saline) in a dose of 5 mg/kg; 

Test groups: 

□ #4 - animals irradiated in a dose of Gy, which further were treated with the 
test article (GSSG dissolved in normal saline) in a dose of 5 mg/kg, 
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□ #5 - animals irradiated in a dose of Gy, which further were treated with a 
variant of the test article drug form (GSSG dissolved in normal saline 
containing 0,003% H 2 0 2 ) with a GSSG dose of 5 mg/kg, 

□ #6 - animals irradiated in a dose of Gy, which further were treated with 
GSSG in normal saline containing 0.1% inosine) with a GSSG dose of 5 
mg/kg; 

□ #7 - animals irradiated in a dose of 1 Gy, which further were treated with 
GSSG in normal saline containing 0. 1% cystamine) with a GSSG dose of 5 
mg/kg. 

Two hours after the irradiation the intraperitoneal injections of the test or reference 
articles were started (as it has been described above). Injections were performed during 7 
days: once a day, daily. 

Twenty four hours after the completion of 7 day treatment course (on the 8th day after 
the irradiation), mice were euthanized and splenocyte cultures were aseptically prepared 
for assessment of spontaneous production of II-2 and GM-CSF by the spleen lymphocytes 
/// vitro. 

Simultaneously, blood, spleen and marrow samples were collected for blood leukocyte 
and lymphocyte, and spleen and marrow nucleated cell counting. 

Additionally, hemopoietic colony formation ability of spleen and bone marrow cells was 
assessed by the method of direct count of colony forming units (CFU) in the spleens of 
irradiated CBA mice receiving intravenously spleen or bone marrow cells obtained from 
animals of control or test groups 

Splenocytic IL-2 and GM-SCF levels, blood, bone marrow, and spleen cellular indices we 
well as colony-stimulating capacity numbers (colony-forming units, CFU) in the bone marrow and 
spleen of the irradiated animals at 8 days post-exposure, are summarized in Tables 8, 9, 10. 

As is evident from the data of the tables, administration of GSSG, or its drug forms 
containing 0.003% hydrogen peroxide, or 0. 1% inosine, or 0.1% cystamine, results in statistically 
significant recovery of TL-2 and GM-CSF production by splenocytes, whereas GSH produces no 
significant effect. 

Furthermore, both GSSG alone and its pharmacologically active compositions exerted a 
significant normalizing effect on the blood, spleen, and bone marrow cellularity. In several 
instances the effect of GSSG dissolved in hydrogen peroxide has been found to be more 
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prominent. For example, while GSSG per se exhibited no statistically significant effect (as 
compared to controls) on 1L-2 splenocytic production, blood leukocytes, bone marrow 
cellularity, and bone marrow colonies, GSSG in hydrogen peroxide did produce a statistically 
meaningful effect If compared with hydrogen peroxide, both inosine and cystamine were found 
to exert more prominent effect of enhancing the GSSG action, with the maximal effect being 
achieved in case of active composition of GSSG with inosine 

Thus, the use of the subject method in animals developed radiation-induced hemo- and 
immunodepression results in pronounced stimulation of the endogenous IL-2 and GM-CSF 
production, and also leads to an accelerated recovery of the cellular compositions of the blood, 
lymphoid and hemopoietic organs as well as colony-forming activity of the bone marrow and 
spleen. 

Example #4 

Effect of GSSG and its drug forms on the process of 
proliferation and apoptosis of normal and tumor cells 

The ability of oxidized glutathione (GSSG), as well as its drug forms containing 0.003% 
hydrogen peroxide, or 0.1% inosine or 0.1% cystamine, to influence processes of a cellular 
proliferation and/or death was evaluated using normal or tumor cells. To this end, GSSG, or its 
drug forms had been incubated for 24 hours with cells of myeloid line HL-60 and normal human 
lymphocytes isolated form peripheral blood of healthy volunteers. Subsequent evaluation of the 
cell cycle parameters was carried out by the flow cytofluorometry technique 

Venous blood of a healthy volunteers was collected into heparinized test-tubes which had 
been tested for endotoxin. A mononuclear fraction of blood leukocytes were obtained by 
centrifugation in gradient of fikill-metrizoat (Histopaque, Sigma) Cell concentration was 
adjusted to 2xl0 6 cells per 1 ml of "complete" cell culture medium (RPM1 1640), 
containing 20 mM HEPES, 2 mM giutamine, 50 [ig/mL gentamicin and 10% fetal calf 
serum. Cell viability was estimated by the Trypan blue exclusion method, then the cell 
suspension was placed into wells of 96-well microliter plates - 200,000 cells per well. 
Cells of HL-60 line were grown in RPM1-1640 medium with the addition of 10% fetal 
calf serum. Cultivation was carried out in closed flasks, the medium volume was 12 mL, 
it was changed every four days by centrifugation. The nature of the cells growth was 
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suspensive. Evaluation of the test solution of GSSG (5000 ^ig/mL), as well as GSSG 
solutions containing 0.003% hydrogen peroxide, or 0. 1% cystamine, was carried out 
using 6 cellular samples of normal lymphocytes and HL-60 cells for each test solution. 
50 [iL of each test solution were added to one or the other cell culture and thereafter cells 
were cultivated for 24-96 hours. Then, they were tested by the flow cytofluorometry to 
estimate DN A content in the cell nuclei. In case of apoptosis-like cellular death, the 
portion of cell nuclei with normal content of DNA became reduced, while the portion of 
cell nuclei containing abnormally small DNA quantity became larger. 
The analysis procedure was following: after incubation completion, cells were centrifliged 
and transferred to a standard phosphate isotonic buffer pH 7.4, containing RNA-ase A 
(20|ig/mL), ethidium bromide (fluorometric indicator for double stranded nucleic acid, 10 
Hg/mL) and MgCl 2 (5 mM). After the cells were disintegrated by nonionic detergent 
Triton X-100 (final concentration 0. 1%). The suspension of cell nuclei thus obtained was 
analyzed by flow cytofluorometry with an argon laser as a source of light (wave length 
488 nm). The red fluorescence due to DNA bound ethidium bromide was taken to be the 
measure of DNA content in the cell nuclei. In addition, corresponding samples were 
studied microscopically for revealing concomitant changes in cell morphology. 
The study results are presented in Tables 11,12 and Figure 1). The table 1 1 shows the 
presence of GSSG or its drug forms promoted proliferation of normal lymphocytes of healthy 
volunteers, which resulted in increase in their number, while flow cytofluorometry analysis did not 
reveal any changes characteristic for apoptosis-like cell death (Figure Ic-d). 

Observation carried out on cell cultures of the tumor cells of myeloid line HL-60 revealed 
ability of GSSG (as well as its drug forms) to slowdown the proliferation of transformed cells. 
Table 12 shows that GSSG compositions with hydrogen peroxide, inosine and cystamine inhibit 
eel! HL-60 proliferation better than GSSG alone. The flow cytofluorometry analysis 
demonstrates the slowdown of cell growth of the HL-60 line cells was associated with 
characteristic morphological indications of apoptosis-like death: sphere-like cells became multi- 
fragmented with plural interceptions, the number of cell nuclei with normal content of DNA fell 
down, while there was an increase in portion of nuclei with abnormally low DNA content (Fig 
la-lb) 

Thus, the results obtained enable to declare the dual functional properties of GSSG and its 
drug forms which selectively induce proliferation slowdown and apoptosis-like death of tumor 
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cells while accelerate proliferation of normal human cells (lymphocytes) without any signs of their 
apoptosis. The application of GSSG in combination with inosine produces the most prominent 
effect of GSSG in respect of normal cells. 

Example #5 

Effect of GSSG and its drug forms on progression of experimental tumors in mice. 

An antitumor activity of GSSG, as well as its drug forms containing 0.003% hydrogen 
peroxide or 0. 1% inosine, or 0. 1% cystamine, was evaluated in the two mouse models of the 
tumor process induced by the intraperitoneal inoculation of leukemia P388 and leukemia LI 210 
cells. An influence of 7 day course of test article daily administration was studied in respect of 
variations of serum cytokine levels (IL-1, IL-2, IL-6, IFNct, TNF). In parallel, the tumor 
progression was estimated using the two integral indices: pace of mouse weight gain due to 
accumulation of ascitic fluid, and by animal mean survival time after inoculation 

The study was carried out on DBA/2 mice weighing 18-21 g. First, tumor cell passage 
was performed using 6 animals for each cell line. For this, cells kept at the temperature of 
the liquid nitrogen were de-frozen and adjusted to the concentration of 5x 1 0 6 cells/mL by 
sterile Hanks' solution. Then, 6 mice were intra peritoneally inoculated with 0.2 mL of 
each line cellular suspension. 

Ascitic fluid was collected 6 days after the inoculation with L 12 10 cells and 8 days after 
the inoculation with P388 ones. Thus obtained, the samples of passaged tumor cells were 
used for the main experiments The fluid liquid was dissolved by sterile Hanks' solution 
so that cell concentration be 5x1 0 C cells/mL for P388 cells and SxlO 5 cells/mL for LI 210 
cells. 

Nine groups of animals with no less than 1 5 mice each were formed for experiments with 
either tumor cell line. Mice were inoculated with 0.2 mL of resultant cell suspensions per 
mouse (10 6 P388 cells/mouse, and 10 5 LI 210 cells/mouse). 24 hours after the tumor cells 
inoculation, animals were given the first injections of the test articles or vehicles. The test 
article injections were made daily till the 14th day of the experiment or till the animal 
death. The volume of solutions injected comprised 0 01 mL/g body weight 
Description of nine groups of animals formed for experiments with either tumor cell line is 
given below. 
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Control groups: 

□ #1 - intact animals receiving imitation of tumor cell inoculation (injection 
of normal saline) which further were treated with normal saline throughout 
the entire experiment, 

□ #2 - control animals, inoculated with tumor cells, which further were 
treated with test article vehicle (normal saline); 

Control groups: 

□ #3 - experimental animals, inoculated with tumor cells, which further were 
treated with test article (GSSG dissolved in normal saline) in a dose of 5 
mg/kg; 

□ #4 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (GSSG dissolved in normal 
saline containing 0.003% of hydrogen peroxide), with a GSSG dose of 5 
mg/kg, 

□ #5 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (GSSG dissolved in normal 
saline containing 0. 1% of inosine), with a GSSG dose of 5 mg/kg, 

□ #6 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (GSSG dissolved in normal 
saline containing 0.1% cystamine), with a GSSG dose of 5 mg/kg, 

□ #7 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of drug form component (normal saline containing 
0.03% of hydrogen peroxide), without GSSG; 

□ #8 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of drug form component (normal saline containing 
0.1% of inosine), without GSSG; 

□ #9 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of drug form component (normal saline containing 
0. 1% of cystamine), without GSSG; 

Tables 1 3 and 1 4 contain results on test article efficacy evaluation as to variations of 
cytokine endogenous production, as well as data on integral parameters of the tumor process 
progression. The results obtained show that both GSSG and its drug forms have a substantial 
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cytokine inducing effect, reliably retard (if compared to the control groups) the accumulation of 
ascitic fluid and increase the mean survival time. GSSG alone and GSSG together with 0.003% 
of hydrogen peroxide increase more remarkably the 1L-1 and IFNa serum levels, whereas GSSG 
in combination with 0. 1% inosine and 0. 1% cystamine cause a larger increase in IL-2, IL-6, 
TNFa serum levels. 

The most prominent antitumor effect in respect to slowdown of ascitic fluid accumulation 
and prolongation of the mean survival time for either tumor models (P388 and L1210 leukemia) 
were obtained with GSSG in combination with 0. 1% cystamine. 

Therefore, animal treatment according to present invention led to: significant increasing in 
endogenous production of IL-2, 1L-6, IFNa and TNFa, and a reliable inhibition of progression of 
experimental tumors and prolongation of the mean survival time. 

New properties of a previously known substance - oxidized glutathione (GSSG), and its 
pharmacologically active compositions, containing 0.003% hydrogen peroxide, or 0. 1% of 
inosine, or 0. 1% cystamine, found in the pre-clinical studies, are thought to be sufficient to 
declare that GSSG and its pharmacological formulations possess an obvious biological and 
pharmacological activity, as well as a therapeutic effect. This justifies the application of the 
corresponding drug forms of GSSG along and GSSG in combination with pharmaceutically 
acceptable components capable of extending the oxidized glutathione half life, for preventing and 
treating the diseases in which stimulation of endogenous production of cytokines and hemopoietic 
factors is advantageous and considered beneficial by those who skilled in the art. 

The following examples (##9-26) of the GSSG drug forms clinical use support the idea of 
utilizing GSSG as an inducer of the endogenous cytokine and hemopoietic factor production in 
man, and provide for the method for disease treatment based on the above GSSG properties. 

Example #6 

Effect of lithium salt of GSSG, S-thioethylamine-GSSG and their drug forms on the process of 

apophysis of normal and tumor cells 
The ability of S-thioethylamine-GSSG and lithium salt of oxidized glutathione (GSSG), as 
well as their drug forms containing 0.003% hydrogen peroxide, or 0. 1% inosine or 0. 1% 
cystamine, or 7% dimethyl sulfoxide (DMSO) to influence processes cell death and apoptosis 
regulation was evaluated using normal or tumor cells. To this end, these substances had been 
incubated for 72 hours with cells of rat embrional fibroblasts (REF) and the same cells. 
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transformed with adenoviral El A gene in complementation with ras-oncogene (e-ras cell line). 
Subsequent evaluation of the cellularity of experimental samples was carried out by counting the 
quantity of cell per milliliter (for REF cell line) or clones in dish (for e-ras cell line). 

Cells were cultivated on DMEM medium supplemented with 10% fetal calf serum and 50 

5 mg/mL gentamicin. Cultivation was carried out in Petri dishes. 

REF cells was cultivated with initial density of 800 000 cell per mL, evaluation of the 
cellularity was performed at 0, 24, 48 and 72 hours of incubation with the test articles. 
E-ras cells were seeded at a cell density of 300 cells per 5 cm dish. 7 days after growth of 
e-ras cells had been started the quantity of clones was evaluated and the test articles were 

10 added into the dishes. 

Evaluation of the test solution of lithium GSSG salt and S-thioethylamine-GSSG (5000 
mg/mL) ? as well as lithium GSSG salt and S-thioethylamine- GSSG solutions containing 
0.003% hydrogen peroxide, or , 0.1% inosine or 0.1% cystamine, or 7% DMSO, was 
carried out using 6 cellular samples for each test solution. 

15 50 mcL of each test solution were added to one or the other cell culture and thereafter 

cells were cultivated for 24-72 hours. For the test-system for estimation of apoptosis 
regulation UV-induced cell death was triggered in a dose of 4 Dj. Test articles were added 
immediately after irradiation. Then, the quantity of cell per milliliter (for REF cell line) or 
clones in dish (for e-ras cell line) were monitored every 24 hours. For determination of 

20 DN A-fragmentation the electrophoresis in agarose gel was used at standard settings. 

The study results are presented in Tables 15-18. The table 1 5 and 1 6 show that the 
presence of lithium salt of GSSG or S-thioethylamine- GSSG or their drug forms didn't promote 
apoptosis of normal cells (REF line). Observation carried out on cell cultures of the e-ras cells 

25 revealed ability of lithium salt of GSSG or S-thioethylamine- GSSG (as well as of their drug 
forms) to induce a transformed cell death. 

The tables 1 7 and 18 show that the presence of lithium salt of GSSG or S-thioethylamine- 
GSSG or their drug forms do not promote the apoptosis of normal cells (REF line) induced by 
UV-irradiation. Observations carried out on e-ras cell cultures revealed ability of lithium salt of 

30 GSSG or S-thioethylamine- GSSG (as well as their drug forms) to potentiate death of the 
transformed cells. 
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Thus, the results obtained enable to postulate the duality of functional properties of 
lithium salt of GSSG or S-thioethylamine-GSSG and their drug forms which selectively induce 
apoptosis-like death of tumor cells without any signs of apoptosis in normal cells. Besides, all 
the test articles were able to decrease the apoptosis processes of normal cells induced by UV- 
irradiation and, were able to potentiate these processes in transformed cells The application of 
S-thioethylamine-GSSG in combination with DMSO produced a more prominent effect than that 
of lithium salt of GSSG in respect of transformed cells 

Example #7 

Effect of lithium salt of GSSG and S-thioethylamine-GSSG and their drug forms on progression 

of experimental tumors in mice. 

An antitumor activity of lithium salt of GSSG and S-thioethylamine-GSSG, as well as 
their drug forms containing 0.003% hydrogen peroxide, 0.1% inosine, 0. 1% cystamine, or 7% 
dimethyl sulfoxide (DMSO) was evaluated in the three mouse models of the tumor process 
induced by the intraperitoneal inoculation of leukemia P388, leukemia L1210 cells and Erlich 
adenocarcinoma cells. An influence of 7 day course of test article daily administration was 
studied in respect of tumor progression, which was estimated using the two integral indices; pace 
of mouse weight gain due to accumulation of ascitic fluid, and by animal mean survival time after 
inoculation 

The study was carried out on DBA/2 mice weighing 18-21 g. First, tumor cell passage 
was performed using 6 animals for each cell line. For this, cells kept at the temperature of 
the liquid nitrogen were de-frozen and adjusted to the concentration of 5xl0 6 cells/mL by 
sterile Hanks" solution. Then, 6 mice were intra peritoneally inoculated with 0.2 mL of 
each line cellular suspension. 

Ascitic fluid was collected 6 days after the inoculation with LI 210 cells, 8 days after the 
inoculation with P388 ones and 18 days after inoculation with Erlich adenocarcinoma 
cells. Thus obtained, the samples of passaged tumor cells were used for the main 
experiments. The fluid liquid was dissolved by sterile Hanks' solution so that cell 
concentration be 5xl0 6 cells/mL for P388 cells and Erlich adenocarcinoma cells, 5x1 0' 
cells/mLfor L1210 cells. 
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Elevan groups of animals with no less than 15 mice each were formed for experiments 
with either tumor cell line. Mice were inoculated with 0.2 mL of resultant cell 
suspensions per mouse (10 6 P388 and Erlich adenocarcinoma cells/mouse, and 10 5 L1210 
cells/mouse). 24 hours after the tumor cells inoculation, animals were given the first 
injections of the test articles or vehicles. The test article injections were made daily till the 
14th day of the experiment or till the animal death. The volume of solutions injected 
comprised 0.01 mL/g body weight. 

Description of nine groups of animals formed for experiments with either tumor cell line is 
given below. 

Control groups: 

#1 - intact animals receiving imitation of tumor cell inoculation (injection 
of normal saline) which further were treated with normal saline throughout 
the entire experiment; 

#2 - control animals, inoculated with tumor cells, which further were 
treated with test article vehicle (normal saline); 
Experimental groups: 

#3 - experimental animals, inoculated with tumor cells, which further were 
treated with test article (S-thioethylamine-GSSG dissolved in normal 
saline) in a dose of 5 mg/kg; 

#4 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (S-thioethylamine-GSSG 
dissolved in normal saline containing 0.003% of hydrogen peroxide), with 
a dose of 5 mg/kg; 

#5 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (S-thioethylamine-GSSG 
dissolved in normal saline containing 0. 1% of inosine), with a dose of 5 
mg/kg, 

□ #6 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (S-thioethylamine-GSSG 
dissolved in normal saline containing 0. 1% cystamine), with a dose of 5 mg/kg. 
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□ #7 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (S-thioethylamine-GSSG 
dissolved in normal saline containing 7% DMSO), with a dose of 5 mg/kg; 

□ #8 - experimental animals, inoculated with tumor cells, which further were 

5 treated with test article (Li salt of GSSG dissolved in normal saline) in a dose 

of 5 mg/kg; 

#9 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (Li salt of GSSG dissolved 
in normal saline containing 0.003% of hydrogen peroxide), with a dose of 
10 5 mg/kg, 

#10 - experimental animals, inoculated with tumor cells, which further 
were treated with a variant of test article drug form (Li salt of GSSG 
dissolved in normal saline containing 0. 1% of inosine), with a dose of 5 
mg/kg; 

15 □ #1 1 - experimental animals, inoculated with tumor cells, which further were 

treated with a variant of test article drug form (Li salt of GSSG dissolved in 
normal saline containing 0. 1% cystamine), with a dose of 5 mg/kg; 

□ #12- experimental animals, inoculated with tumor cells, which further were 
treated with a variant of test article drug form (Li salt of GSSG dissolved in 

20 normal saline containing 7% DMSO), with a dose of 5 mg/kg, 

#13 - experimental animals, inoculated with tumor cells, which further 
were treated with a variant of drug form component (normal saline 
containing 0.003% of hydrogen peroxide), without GSSG; 
#14 - experimental animals, inoculated with tumor cells, which further 

25 were treated with a variant of drug form component (normal saline 

containing 0.1% of inosine), without GSSG; 

□ #15 - experimental animals, inoculated with tumor cells, which further were 
treated with a variant of drug form component (normal saline containing 0. 1% 
of cystamine), without GSSG; 

30 □ #16 - experimental animals, inoculated with tumor cells, which further were 

treated with a variant of drug form component (normal saline containing 7% of 
DMSO), without GSSG; 
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Tables 19-21 contain results on test article efficacy evaluation on integral parameters of 
the tumor process progression. 

The most prominent antitumor effect in respect to slowdown of ascitic fluid accumulation 
and prolongation of the mean survival time for either tumor models (P388 ? LI 210 leukemia and 
Erlich adenocarcinoma) were obtained with S-thioethylamine-GSSG in combination with 0.1% 
inosine and 7% DMSO. 

Example #8 

Effect of zinc salt of GSSG and S-thioethylamine-GSSG and their drug forms on the course of 
Experimental Allergic Encephalomyelitis (EAR), the experimental model of Multiple Sclerosis 

The action of the zinc salt of GSSG in the combination with S-thioethylamine-GSSG in 0.003% 
solution of H2O2 (10 mg GSSG and 100 mg S-adenosyl-methyonine in 1 ml) and S- 
thioethylamine-GSSG in 5% solution of ascorbinic acid were assessed in the model of EAE 

Within the frames of this study the influence of 1 0 day course of the named combinations on the 
cellular contents of blood (leukocyte, lymphocyte, monocyte, neutrophil count) was assessed. To 
assess cellular hypersensitivity to myelin basic protein and antigen of neuronal membranes, in 
vitro migration activity of leukocytes in the peripheral blood was investigated in the presence of 
these antigens. We also used capillary method of reaction of inhibition of leukocyte migration 
(RILM) Neurological evaluation was carried out as well 

The study was done on male quinea-pigs with body weight 400-500 g. 

Encephalitis - inducing substance - myelin basic protein (MBP) was obtained from the bull spinal 
cord with the use of the method of column chromatography and emulsified on complete Freund 
adjuvant. Immunization of the animals was performed via inoculation of encephalitis-inducing 
mixture subcutaneously to the front paws (MBP+complete Freund adjuvant) Latency period of 
clinically expressed EAE averaged about 14-15 days, with minimun of 12 days 

Control groups: 

• #1 - Intact animals in which physiological solution was used; 
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• #2 - animals exposed to with encephalitis-inducing mixture who then received 
physiological solution. 

Experimental groups: 

• #3 - animals exposed to encephalitis-inducing mixture who then received zinc salt of 
glutation (GSSG-Zn) in the combination with S-adenosyl-methyonine in 0 003% 
solution of H 2 0 2 , 5 mg of GSSG base per kg of body weight 

• #4 - animals exposed to encephalitis-inducing mixture who then received S- 
thioethylamine-GSSG in 5% solution of ascorbinic acid, 5 mg of GSSG base per kg of 
body weight 

Neurological evaluation (scoring): 

1 muscle weakness, discoordination of movements; 

2 paresis of paws, urinary bladder atonia, urination disorders; 

3 motor and functional palsies (pelvic organs), 

4 blood circulation and thermoregulation disorders; 

5 agony, Cheyne-Stocks breathing 
Methods for cellular immunity evaluation 

1 Reaction of Inhibition of Leukocyte Migration (RILM) - is a variant of Delayed 
Hypersensitivity reaction in vitro. Basics of the method: changes in migration activity 
of peripheral blood leukocytes during contact with MB in glass capillaries Migration 
zones are measured with ocular micrometer of the microscope. Migration index is 
calculated as the extent of migration of the cells with antigen to spontaneous migration 
(without antigen) ratio. Statistically significant is the change of the index by more than 
0.2, ie migration index less than 0.8 is considered suppression. 

2. Spontaneous adhesion of blood leukocyte and its changes during contact with MBP 
Migration of blood cells via vessel endothelium is a key moment in the development of 
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inflammatory lesions in EAE. This process is determined by the combined action of 
adhesive molecules, expressed on leukocytes and endothelium. Suppression of adhesive 
properties of leukocytes by antigen indicates specific sensitization of immunized 
animals, changes in this parameter during inhibition characterizes immunotropic 
5 properties of the drug towards cellular immunity. 

3. Adhesive activity of the cells is studied by the test of adhesion to micropanels Falkon 
Plastic 3034 with fluorescent assessment of the results and is expressed as the number 
of cells that adhere to the panels spontaneously or after antigen exposure. 

Calculation of the adhesion index: 

10 (1 - adhesion with antigen/spontaneous)xlOO adhesion 

Index>30 shows the reaction of suppression of spontaneous adhesion. 

24 hours after the completion of the treatment with test articles survived animals were killed and 
the number of spleen cells was counted in sterile conditions. In the same time blood samples 
15 were taken to assess cellular counts. 

Data reflecting the effects of the test articles on animal survival and neurological status are 
represented in tables 22 and 23. According to these data, the use of GSSG-Zn and methyonil 
preparations helps increase survival of the animals and significantly decrease neurological 
symptoms of EAE (see tables 22 and 23). 

20 In tables 24 and 25 the results indicating the influence of the test articles on immunological EAE 
parameters are shown The data demonstrate a significant effect of the test articles on the 
parameters of sensitization of blood lymphocytes to brain antigens In the same time there is a 
significant decrease in sensitization of lymphocytes in RILA (Table 24) and R1JLM (Table 25) 



25 



Example #9 

Effect of GSSG drug form on the endogenous and erythropoietin 
production in patients having neoplastic disease 
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Data presented in this example demonstrate the GSSG stimulatory effect on he 
endogenous cytokine and hemopoietic factor production in cancer patients. GSSG solution (5 
mg/mL) was administered intravenously, slowly, every other day a 5 mg per injection The 
cytokine endogenous production was determined by their blood levels prior to the first 
administration (with blood collected 24 hours before dosing) and after the third and the seventh 
injections. The cytokine levels were assessed by immunoenzyme technique using commercially 
available kits (Medgenix, Belgium), and expressed as pg/mL of culture medium. 

As seen from the data given in Table 26, a pronounced stimulation of the endogenous 
cytokine (1L-1 (J, 1L-6, TNF-a, IFN-a) and erythropoietin was noted as soon as after three first 
injections of GSSG After the seventh administration ( 14 days of treatment) a manifold increase 
in the cytokines and erythropoietin blood levels was observed in the majority of cases 

Example #10 

Stimulation of the endogenous and erythropoietin production in a patient 
suffering from colorec tal cancer complicated with chemotherapy-induced hemodepression 
A 44-year old female patient was operated for colorectal mass grown through the ovary 
and metastases in the mesenteric and omental lymph nodes (T 4 N ? Mi) Postoperatively, 5- 
fluorouracil chemotherapy was conducted (total course dose 5 .5 g) with resultant severe 
hemotoxicity 

One month after the chemotherapy the patient was reexamined, and ultrasonography of 
the peritoneum and computed tomography of the liver revealed an oval-shaped 13x10 mm 
solitary metastasis in the left liver lobe. Repeat blood counts showed incomplete recovery of the 
blood indices (leukopenia, lymphopenia, anemia, and thrombocytopenia of various severity were 
noted) rendering further chemotherapy impossible). 

Laboratory parameters prior to the use of the oxidized glutathione drug form (5 mg of 
GSSG in 1 mL of 0.003% hydrogen peroxide) are listed in Table 27 The treatment according to 
the subject method was commenced with GSSG given intravenously for seven days, 5 mg once 
daily. After a 3-day interval the treatment was resumed with 1 5 mg daily dose, IV, 1 0 days. 
This course was followed by a 7-day recess after which the therapy was continued with GSSG 
being given every other day IM, 1 5mg daily (a total of 20 injections). 

50 days following commencement of the treatment the patient was reevaluated, and 
ultrasonography of the peritoneum and computed tomography of the liver showed a considerable 
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shrinkage (more than 50% of the pretreatment size) of the solitary hepatic metastasis. The post- 
treatment immunological indices are given in Table 27. 

As seen from the data, both red and white blood cell counts have significantly improved, 
platelets almost completely recovered, ESR reduced, CD4+, CD8-K NK cell numbers increased, 
A considerable stimulation of the endogenous cytokine and erythropoietin production, with TNF 
(together with increased natural killers) being probably responsible for the regression of the 
hepatic metastasis. These changes were accompanied by an improved general condition of the 
patient 

This clinical case indicates apparent therapeutic efficacy of the subject method. The 
administered therapy resulted in significant stimulation of the endogenous cytokine and 
hemopoietic factor production, reduction in hepatic metastasis size, normalization of immunity 
parameters, and overall improvement in the patient's wellness. 

Example #11 

Stimulation of the endogenous cytokine production in 
an AIDS patient with crypto coccal meningitis 

A 28-year old male was admitted with a previously confirmed diagnosis of AIDS, stage 
3/4C (WHO staging system) in moderately grave condition. The patient presented with 
paroxysmal headache, dizziness, and vomiting. Weight 47 kg, Karnofsky score 60, torpid, fevers 
up to 39°C, dyspnea at rest. 

Neurological examination revealed nuchal rigidity and diminished knee, ankle, biceps and 
triceps reflexes. Cerebrospinal fluid culture was positive for Cryptococcus neoformans which 
served the basis for making the diagnosis of cryptococcus meningoencephalitis, and the AIDS 
stage was refined as 4C. 

A vigorous infusion therapy was started. In addition to palliative therapy the patient 
received a course of Fungizone (Amphotericin B) with no positive outcome. The neurologic 
symptomatology and the patient's general state continued to deteriorate. A low to moderate 
grade fever (37.5-38.5°C) persisted. 

By the time oxidized glutathione was started (5 mg/mL), the patient had a significant drop 
in CD4+ and CD8+ peripheral blood counts as well as anemia and overall lymphopenia (see Table 
28). 
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The patient received the treatment to the subject method for 3 months (1 mL of the GSSG 
solution per administration). During the first month of treatment the patient was dosed every 
other day (first 10 days intravenously, the rest of the month - intramuscularly); during the second 
month the patient received the drug every three days (first 10 days IV, the rest of the month - 
5 subcutaneously). 

By the middle of the first month therapy, the patient's condition improved significantly 
with the neurologic sign alleviated and low-grade fever not exceeding 37.5°C. In the course of 
treatment, the patient's cerebrospinal fluid was mycologically examined twice (cytology, cultures, 
latex-agglutination test for crypto coccal antigen). Towards the end of the first month therapy 

10 the number of viable Crypto coccal neoformans organisms was found to be considerably reduced. 
By the end of the second month the cytological, culture, and immunologic tests showed 
cerebrospinal fluid to be free of the pathogen Because of the drastic improvement in the 
patient's state, during the third month the drug was given once weekly IM. 

The hematology/immunology findings upon the therapy completion are given in Table 28. 

15 As evident from the table, the anemia signs have reduced and a significant increase in the number 
of lymphocytes and their subsets has taken place. These findings constitute AIDS restaging from 
4C to 4B. 

Noteworthy is the sizable elevation of the cytokine blood levels, with IL-2, IL-6, and 1FN- 
y playing the key role in the host defense against pathogenic fungi. 
20 At discharge, the patient's condition was found satisfactory with body weight being 60 kg 

(weight gain made up 21 7% of the admission), normal body temperature, Karnofsky score of 90, 
and no neurological signs. 

Example #12 

25 Stimulation o f the endogenous cytokine production and therapeutic 

effect in patients with AIDS complicated by isosporiasis 
A 38-year old male had been observed for 2 years with the diagnosis of AIDS, stage 3C 
(WHO Staging System). During the preceding year, recurrent episodes of oral and esophageal 
candidiasis had been recorded as well as chronic intestinal isosporiasis manifested by poor 
30 appetite, nausea, frequent vomiting and watery stools containing blood and mucus. Repeatedly 
used cotrimoxazole (trimethoprim plus sulfamethoxazole, TMP-SMX) had produced unsteady 
remissions with rapid recurrence of the symptomatology During the last month prior to 
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admission another relapse of isosporiasis had occurred. The treatment with cotromoxazole, 
emodium (loperamide) had brought no relief The patient's condition had been gradually 
deteriorating: refractory fever 38°C and above, 6-7 loose bloody and mucous stools a day, 
vomiting, advancing weight loss (15% of the premorbid weight in one year). The patient had 

5 been admitted with progressive worsening of his condition. 

On admission, the patient presented with moderately grave condition, Karnofsky score of 
50, fever 38.2°C, emaciation (body weight 42 kg), virtually total lack of subcutaneous fat, pallor 
of skin, the signs of oral and esophageal candidiasis. Stool examination revealed a large number 
of lsospora belli oocysts. 

10 By the time the therapy according to the subject method was started, the patient had 

lymphopenia, marked decline in CD4+ and CD8+ lymphocytes, hypoproteinemia (see Table 29) 
The patient received the oxidized glutathione drug form (5 mg of GSSG in 1 mL 0.003% 
hydrogen peroxide) for 2 months (1 mL of the GSSG solution per administration) During the 
first month of treatment the patient was dosed every other day (first 1 0 days intravenously, the 

15 rest of the month - intramuscularly); during the second month the patient received the drug every 
three days (first 10 days IV, the rest of the month - subcutaneously). 

The patient's condition began to noticeably improve after the first two weeks of 
treatment. By the end of the first month therapy the patient moved bowels no more than 102 
times a day with stools being blood-free; body temperature only occasionally exceeded 37°C At 

20 the end of the second month stool reexamination showed feces to be negative for lsospora belli. 
Because of the drastic improvement in the patient's state, during the third month the drug was 
given prophylactically once weekly IM. No relapses of the disease were noted 

The findings of hematology/blood chemistry evaluations upon the therapy completion are 
given in Table 29. As seen from the table, hypoproteinemia has reduced, the number of 

25 lymphocytes and their subsets considerably increased with the resultant restaging of AIDS to 3B 
stage according to the WHO Staging System 

Noteworthy is the marked increase of the cytokine blood levels, with IL-2 and lFN-y 
known to play an important part in the host defense against protozoan infections 

As a result of the therapy administered the patient's condition improved drastically, 

30 fatigue alleviated, appetite regained. The weight gain comprised 30% of the admission value, 
Karnofsky score - 90. On physical examination the patient's condition was rated as satisfactory. 
During 1.5 month follow-up no diarrhea relapses were reported. 
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Example #13 

Stimulation of the endogenous erythropoietin production and therapeutic 
effect inpatient with hypoplastic anemia and pancytopenia 
A 37-year old male had been observed for about a year with anemia of unknown origin 
the severity of which had been gradually building up. For 10 months he had been troubled with 
fatigability, dizziness, frequent nasal bleedings, unusual susceptibility to respiratory infections, 
three episodes of pneumonia with one of them being croupous pneumonia. During the year the 
patient had lost 10% of his usual weight. Repeated outpatient treatment with oral and 
intravenous iron preparation, folic acid, B vitamins, including B l2 , had produced no effect One 
admission the patient presented with moderately grave condition, dyspenea on moderate exertion, 
bruises, and isolated petechial spots. Successive hematology analyses have revealed moderately 
severe to severe fairly hypochromic (color index 0.7-0.9) normocytic anemia ( 1.5-2. 5xl0 l2 /L), 
anisocytosis and poikilocytosis, moderate leukopenia, and thrombocytopenia within 50-80x1 0 9 /L 

An aggressive infusion therapy with iron preparations, folic acid, cyanocobalamin, 
vitamins, prednisone, and repeated erythrocyte transfusions resulted in only marginal relief 

Bone marrow differential (punch biopsy) revealed marked hypocellularity with medullary 
cavities populated predominantly with fat cells. Both myeloid and erythroid lineages are 
significantly suppressed with the erythroid/myeloid ration noticeably diminished. Megakaryocytes 
are scant in number with relative increase in nondifferentiated cells, plasma cells, and blasts. Iron 
stores are enriched Diagnosis: hypoplastic anemia of unknown origin, pancytopenia 

Complete blood count and erythropoietin levels by the time the oxidized glutathione drug 
form (5 mg GSSG in 1 mL of 0.003% hydrogen peroxide) was started are given in Table 30 As 
is evident from the table, the laboratory findings are consistent with those characteristic of 
hypoplastic anemia with no typical increase of erythropoietin blood level, however Moreover, 
the erythropoietin level was found to be considerably below the lower normal limit (9.2 pg/mL 
with the reference range 30-170 pg/mL corresponding to 3-17 mlU/mL). 

The oxidized glutathione formulation therapy was started with intramuscular injections of 
1 mg GSSG b.i.d. for three days. Further the dose was escalated up to 5 mg b i d. for 7 days. 
Blood counts have shown less severe anemia. From that point, the drug form was dosed at 10 
mg IM once daily for 1 0 days and then, the RBC counts steadily recovering, the therapy was 
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switched to IV administration of GSSG, once every three days for 30 days. Vitamins and iron 
preparations were given concomitantly per as. 

The hematology findings and erythropoietin levels obtained 50 days following the subject 
treatment onset are listed in Table #30 As is easy to see from the data, both RBS and WBC 
counts significantly improved, as did the platelet counts, ESR reduced, erythropoietin levels 
exceeded the upper normal limit. Clinically, fatigue, dizziness, and dyspnea disappeared. On 
examination, no petechial spots or bruises could be found with no nasal bleedings observed or 
reported. The weight gain made up 5.5 kg (8% of the premorbid weight). 

Bone marrow reexamination (punch biopsy upon therapy completion) found the myeloid 
tissue to occupy 60% of the medullary cavities with erythroid/myeloid ratio in the myeloid tissue 
isles exceeding the norm. There were normoblastoid hyperplasia signs with megaioblastoid cells 
found in normoblast congregations. Mast cells were encountered, megakaryocytes were present 
in abundance Iron stores appeared to be somewhat enriched. 

This clinical case indicates a clear therapeutic efficacy of the drug form. Due to the 
treatment administered the initially suppressed endogenous erythropoietin production received a 
potent boost. As a result, the hematology parameters virtually recovered and the anemia clinical 
signs resolved. The patient was discharged in satisfactory condition 

Example #14 

Stimulation of endogenous cytokine production and the therapeutic effect in a patient with 
a stomach cancer, peritoneal metastases, ascites, plenomegaly and cholestatic hepatitis 
A 3 3 -year old patient was diagnosed as having stomach neoplasm for more than 2 years 
(adenocarcinoma of moderate differentiation degree). In 1993 the patient was operated for 
malignant stomach ulcer and numerous dense lymph nodes were found in the porte hepatis which 
were considered to be metastases. 

In January 1994 the course of chemotherapy (5FU) was complicated by the severe 
cholestasis and percutaneous drainage of the left and right liver ducts was undertaken, that 6 
month later was followed by the choledochoejunostomy with changeable transliver drains with 
Brown's anastomosis. 

In November 1995 the state of the patient worsened. According to the examinations the 
patient experienced an active secondary hepatitis. The liver was enlarged and painfiil and 
protruded from the costal arch up to 5-6 sm. Blood chemistry indices proved to be persistently 
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abnormal: bilirubin - 40.0 due to indirect (up to 3 1 .0); activity of amino transferases - 
approximately 6 times higher than upper normal limit, hypoalbunemia was up to 26%; and there 
was also hypergammaglobulinemia; hypercholesterolemia was up to 10.2 nmol/1 

During fibrogastrocopy (November, 1995) tumor of stomach located in the middle area of 
5 the stomach body and extended about 8 cm was confirmed. The tumor was solid-like. Stomach 
walls were rigid Histology examination defined the tumor as adenocarcinoma of moderate 
degree laparotomy. Ascites was found with plural metastases all over the peritoneum, 
splenomegaly. The patient was identified as inoperable 

A decision was taken to apply GSSG drug form containing 0. 1% inosine. The drug was 
10 injected parenterally (intramuscular and intravenous), and additionally, the drug form was used 
via local injections around the tumor tissue with the help of endoscope. An average doses which 
were used for intramuscular and intravenous injections - 0. 1-0.5 mg/kg, and for local injections - 
up to 50 mg in situ Parenteral injections of the drug were applied every other day. b i d. 
(intravenous injections at the morning, and intramuscular ones - at the evening), during three 
15 weeks, and after that - two times in a week, during four weeks. Two months after the beginning 
of the treatment with the drug form used fibrogastroduodenoscopy showed that esophagus was 
passable, mucous membrane was pink, cardia rosette was partly closed On empty stomach 
moderate amount of foamy secret was in the stomach, which was intensively colored with bile 
the tumor extent was 5 cm. At the same time, substantial improvement of hematology and blood 
20 chemistry indices was found. 

Four month after, the liver protruded 1 cm beyond the rib arch. On palpation the liver 
was not painful. Supersonic examination showed the appearance of fibrous tissue instead on the 
place of some areas previously affected with tumor tissue. Fibrogastroduodenoscopy performed 
in May, 1996, showed that the esophagus was partly closed. There was light turbid liquid in the 
25 stomach, which contained saliva. Mucous membrane was pink. The tumor was 3 6 cm in extent 
with the stomach walls being elastic Duodenum was passable. 

By comparison with results of examination conducted before treatment with the use of the 
GSSG drug form mentioned (November, 1995) the tumor was shrunk in its extent for 55%. 
Simultaneously there were significant beneficial changes in hepatic tests, hematology and 
30 immunology indices (see table 3 1 ). 
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Thus, the treatment according to the present invention resulted in partial regress of 
neoplastic process with simultaneous obvious beneficial changes in hematology, blood chemistry 
and immunology parameters, and significant improvement of life quality. 

Example #15 

Stimulation of endogenous cytokine production and the therapeutic effect 
in a patient with skin cancer (Merkel 's celt carcinoma), local lymph node 
metastases and che mother apy-hemo- and induced immunodepression 

A male patient, 64 years old, has been under medical supervision since August, 1995 
when a hyperemic painless mass appeared in scapular area, which progressively grown in size. 
After a month time the mass spread over the axillary space, kept increasing, and became painful. 
A fever appeared (38.9°C. Histological and immunological examination in October, 1995 made 
the diagnosis clear: neuroendocrinal form of skin cancer (MerkeFs cell carcinoma) stage III. 

In December, 1995 the patient was given a course of CMF chemotherapy 
(cyclophosphamide+methotrexate+fluorouracil) without appreciable curative effect. At the same 
time an obvious hemopoiesis depression (leukocytes 2.4x10*71-) developed with simultaneous 
growth of cervical and superclavicular lymph nodes associated with local skin hyperemia. 

In January-February 1996 chemotherapy scheme was changed: 
cysplatine+cyclophosphamide (CP instead of CMF). The chemotherapy brought about the 
following complications - cytopenia (leukocytes - 1.4 x 10 9 /1), cardiotoxicity in the form of 
ischemia deterioration. After the 2nd course of chemotherapy a substantial tumor progression 
was observed: necrosis in the left subaxillary area with fistula formation; edema of the left arm; 
infiltrating growth into soft tissues in the area of the left shoulder and the left subaxillary tissues, 
intoxication; persistent fever (38.8°C). Because of inefficacy of chemotherapy and the obvious 
progression of the process, it was decided to administer a course of GSSG drug form in 
combination with 0.1% cystamine, together with chemotherapy (CMF). 

After 10 daily injections of the GSSG drug form used (intravenously and intramuscularly, 
the dose 0. 1-0.5 mg/kg per an injection), it was noticed, the following changes in the patient's 
status was revealed: improved quality of life (good appetite, mobility), ulceration drying out, 
abolition of suppurative discharge; fistula scarring, 30% tumor shrinkage; normal body 
temperature; limitation of hyperemic areas, the improvement of hematology indices. 



WO 97/21444 



-46- 



PCT/RU96/0O340 



The 3rd and 4th courses of chemotherapy (CMF) were carried out together with GSSG 
drug form (intravenous and intramuscular injections, b i d , intravenous dose 0.5 mg/kg, and 
intramuscular dose 0.2 mg/kg). Parenteral administration of the preparation was 3 times in a 
week, with local injections in the two spots around the tumor through the endoscope once a week 
(up to 25 mg for each spot). The following results was obtained: tumor process regression, good 
endurance of chemotherapy, the disappearance of pain syndrome, constant improvement of life 
quality, restoration of immunity and hemopoiesis, increasing level of cytokines and hemopoietic 
factors (see table 32) 

In two months the treatment with the use of the present invention there was a stable level 
of endogenous production of cytokines and hemopoietic factors; the diminution of the left 
cervical and supraclavicular lymph nodes, the 70% shrinkage of tumor size in two dimensions; 
positive shifts in immunology indices; lack of chemotherapy hemo-depression 

The clinical observation proves the clear curative effect of the treatment according to the 
present invention: together with the obvious stimulation of endogenous production of cytokines 
and hemopoietic factors there were a substantial decrease in tumor size, improvement of life 
quality, and beneficial changes in hematology, blood chemistry and immunology parameters 

Example #16 

Therapeutical effect of GSSG series preparations in patient with severe form of acute virus 

hepatitis 

A 32-year old male was hospitalized into infectious clinic with symptoms of pigment metabolism 
disorder: icterus of skin and mucous membranes; dark urine; light-colored faeces, high level of 
urobilinogen. The physical status of the patient was quite severe: body temperature - 38,8°C, 
influenza-like and arthralgic syndromes The patient's liver was enlarged more than on 4-5 cm 
Acute virus hepatitis was diagnosed. The specified diagnosis was acute virus hepatitis "B". 
Severe form of the disease with acute hepatic insufficiency. 

The first course of the treatment with the use of GSSG series preparations comprised intravenous 
injections of GSSG-Na 2 in 0.1% solution of folic acid, once a day during 7 days at a dose of 0.1- 
0.5 mg/kg of body weight. 

The second course of the treatment comprised intravenous injections of GSSG-Zn in 0.1% 
solution of inosine once a day during 7 days at a dose of 0.1 mg/kg of body weight. 
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The third course comprised intravenous injections of GSSG-Na2 in 5% solution of ascorbic acid 
every other day during 7 days at a dose of 0. 1-0.5 mg /kg of body weight. Simultaneously the 
same formulation was injected intramuscularly at the same dose one time a day. 

The data in table 33 show the beneficial changes hematology/immunology parameters, decrease in 
5 (or/and normalization of) hepatitis laboratory markers. Thus, elimination of pathologic process 
and the patient's recovery occurred to be 1.5-2 months earlier than ordinary period of recovery in 
acute virus hepatitis. 



Example #17 

10 Therapeutical effect of GSSG series preparations in patient with chronic virus hepatitis in stage 

of exacerbation 

A 56-year old female was hospitalized into infectious clinic with complaint of physical status 
worsening, weakness, fatigue and irritability, anorexia, nausea. She also had some GIT 
symptoms, pain in right sub-costal area and body temperature up to 38,5°C. 

15 On examination: The general status of the patient was of middle severity. Palpation revealed 
splenomegaly and hepatomegaly. Liver protruded 3 cm from under the rib arch Sclerae and 
mucous membranes were subicteric. 

Ultrasonic examination: Liver was remarkably enlarged, v. portae was 15 mm, the gall-bladder 
wall was thickened, pancreas had normal structure, spleen was enlarged (578 x 168 mm) and 
20 thickened. Kidneys were without remarked alterations of structure. 

During 2 weeks the patient was receiving desintoxication and antiviral therapy (Roferon-A, a 
recombinant a.2-interferon). Because of a further disease progress and inefficacy of the therapy 
used, the decision was taken to try the treatment with GSSG series preparations. 

Intravenous injections of GSSG-Na 2 in 10% solution of choline-chloride were applied during 7 
25 days, (once a day at a dose of 0. 1 - 1 .0 mg /kg of body weight). 

Intravenous injections of bis-methionil-GSSG in 5% solution of ascorbic acid were applied during 
the subsequent 10 days (once a day at a dose of 0. 1-0.5 mg/kg of body weight). Simultaneously, 
intramuscular injections of GSSG-Na 2 in 0.1% solution of inosine were applied during these 10 
days (once a day at a dose of 0.01-0.5 mg/kg of body weight). 
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One month after the aforementioned treatment with GSSG series preparations the patient's 
physical condition improved significantly. Only the complaints of weakness and fatigue remained 
Diminution in algetic and dyspeptic syndromes was remarkable, body temperature was normal 
Some beneficial changes in laboratory indices were observed (see table 34). Ultrasonic 
examination revealed the same extent of splenomegaly and hepatomegaly. 

Due to the certain improvement in the patient's status, but remaining of hepatic lesion signs the 
decision was taken to apply another course of treatment with the use of GSSG series 
preparations. After the second course of the completely the same treatment the patient had no 
complaints. Pain and dyspeptic signs were absent. Ultrasonic examination revealed diminution in 
spleen and liver dimensions. Palpation revealed liver protruded 1,5 cm from under the rib arch. 
(For laboratory data see table 34). 

Thus, the application of combined therapy with the use of GSSG series preparations conditioned 
a remarkable curative effect, with improvement in physical status and life quality, stabilization and 
reversion of the pathologic process, beneficial laboratory changes 

Example #18 

Therapeutical effect of GSSG series preparations in patients with acute peritonitis 
1 . A 78-year old female was hospitalized with diagnosis of incarcerated ventral hernia, acute 
intestinal obstruction with necrosis of the small intestine and developing toxic phase of acute 
peritonitis. During the surgical operation approximately 800 ml of feculent effusion with 
flakes and fibrin clots was found in and removed from the abdominal cavity. Incarcerated part 
of small intestine was necrotized. 

A partial resection of the small intestine with creating anastomose was performed. A probe 
was conducted into the small intestine through the esophagus and stomach and placed to 
ileocecal angle. During postoperative period the evacuation of intestine contents was 
performed once a day. After that 150 ml of 0.1% solution of folic acid in dimethyl sulfoxide 
(DMSO), comprising 10 ml of 1% GSSG disodium salt solution was instillated into the small 
intestine. Simultaneously 0 .1% solution of folic acid and 1% GSSG disodium salt solution 
was injected intravenously at a dose from 0.01 to 0. 1 mg/kg once a day during the 4 days 

An adequate peristalsis restored on the 2 nd day after surgery. The probe was removed on the 
8 th day. The patient was checked out from the hospital on the 19 th day. 



WO 97/21444 



-49 - 



PCT/RU96/00340 



2. A 16-year old male was hospitalized with a diagnosis of acute commissure-induced obstruction 
of small intestine with development of the peritonitis; toxic phase. 

During the operation approximately 600 ml of feculent effusion with flakes and fibrin clots was 
found in and removed from the abdominal cavity. The patient had a prominent commissure 
process. A commissurotomy was made. A probe was conducted into the small intestine 
through the esophagus and stomach and placed to ileocecal angle. 

During postoperative period the evacuation of bowel contents was performed once a day. 
After that 1 50 ml of 0. 1% solution of folic acid in dimethyl sulfoxide (DMSO), comprising 10 
ml of 1% GSSG disodiurn salt solution was injected into the small intestine Simultaneously 
0. 1% solution of folic acid and 1% GSSG disodiurn salt solution was injected intravenously at 
a dose from 0.01 to 0. 1 mg/kg once a day during the 4 days. 

An adequate peristalsis renewed on the 2 nd day, and probe was removed on the 8 th day after 
surgery The patient was checked out from the hospital on the 1 1 th day. 



Example #19 

Therapeutical effect of GSSG series preparations in patient with cancer of I he prostate 

A 63-year old male was hospitalized in urology department with the suspicion of prostate cancer. 
Palpation revealed the enlarged, dense prostate. X-ray examination of thorax revealed metastasis 
in frontal parts of IV- VII ribs, as well as in cranium, vertebrae, pelvic and femoral bones. Cancer 
of prostate was diagnosed with multiple bone metastasis (T 2 N 2 Mi). 

Course of treatment was applied during the 30 days and was conducted by the following scheme: 

1 . Intravenous injections of GSSG-Zn in 1% solution of inosine were made during 10 
days once a day at a dose of 0.01-0.5 mg/kg of body weight. 

2. During the next 10 days injections of S-thioethylamine-GSSG were made 
endolymfaticaly once a day at a dose of 0. 1 -1 .0 mg/kg of body weight 

3. During the next 10 days intravenous injections of GSSG-Zn in 1% solution of inosine 
were made every other day at a dose of 0.01-0.5 mg/kg of body weight. 
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After the treatment course the patient's condition improved significantly, pain in groin area 
became of less intensity, episodes of frequent urination reduced up to 2-3 times a night, edema of 
lower extremities decreased. Hematological examination revealed some beneficial changes (table 
' 35). 

5 After checking out the patient received intramuscular injections of GSSG-Zn in 1% solution of 
inosine twice a week at a dose of 0.01-0.5 mg/kg of body weight. 

More than 1 year later the patient was hospitalized again at the same urology department for 
examination and conducting of the repeated course with GSSG series preparations The 
treatment scheme with the use of the GSSG series preparations was identical. The main 
10 therapeutical effects 3 months after the end of the second treatment session was considered as the 
following: Improvement in life quality, absence of lower extremity edema, regression of enlarged 
lymph nodes, absence of disury manifestations, decrease in size of prostate, beneficial X-ray 
dynamics (calcification of some particular metastasis in ribs and vertebrae), restoration of 
hematology and immunology indices. 

15 

Example #20 

Therapeutical effect of GSSG series preparations in patient with cancer of the pancreas 

In May 1 996 56 year old male patient was admitted to the II surgical division of the Hospital 
N122. On admission the patient's condition was severe. The patient complained on: continuous 
20 band-like pain in the upper part of the abdomen, that worsened when the patient was lying on the 
back, appetite loss, nausea, vomiting, flatulence, diarrhea. Karnofsky index 40. On palpation: 
pain and tension of the abdominal muscles at the site of projection of the pancreas (Kerte's 
symptom). Pancreas was solid, with uneven surface, enlarged. The liver was solid, 4 cm below 
the lower rib. 

25 On ultrasonic examination: pancreas was enlarged (head 7 cm, body 4 cm, tail 2.5 cm) with 

uneven borders, solid. Virsung duct was enlarged 0.7 cm. Liver was enlarged, right lobe 18 cm, 
left lobe 10 cm. Lower edge was rounded. Its edges were uneven, the structure was 
nonhomogeneous with multiple hyperechogeneous foci in the parenchyma (metastases) 
Diagnosis - cancer of the pancreas with liver metastases (T3N2M1 ). 
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Treatment: detoxification, protease inhibitors, narcotic analgesics. 

Due to the fatal severity of the patient's condition and absence of any alternative treatment the 
decision was made to use treatment with GSSG series preparations. 

The treatment scheme: zinc salt of GSSG (0,01-0.5 mg/kg) intravenously (every day 
twice a day for 10 days). For the next 10 days - zinc salt of GSSG (0.01-0.5 mg/kg/day) 
intravenously, every other day and zinc salt GSSG in 7% dimethyl sulfoxide (0. 1-1 .0 
mg/kg/day) endoiymphatically. For the next 1 0 days (third decade) zinc salt of GSSG 
(0.01-0.5 mg/kg/day) intravenously, twice a week. 

After a month treatment patient's condition was moderately severe; periodical moderate pain in 
the left subcostal region. Karnofsky index - 60. Narcotic analgesics were stopped, appetite 
increased. There was a tendency to improvement in the blood parameters. 

During 3 weeks after the completing intravenous treatment course the patient was receiving zinc 
salt of GSSG (0.01-0 5 mg/kg) once a week, intramuscularly. 

In June 1996: the patient was again admitted to the II surgical division of the hospital 122 for 
investigation and for conducting a new session of treatment with the use of GSSG series 
preparations. 

On examination: marked improvement of the clinical condition and blood parameters (see Table 
36). The patient's condition was almost satisfactory. Complains on a periodic weak pain in the 
left subcostal region. Karnofsky index - 70. On palpation - some tenderness in the site of the 
projection of the head and body of the pancreas; the organ was less solid with a smoother surface. 

On ultrasonic examination: some decrease in the size of pancreas (head 6.3 cm, body 3.2 cm, tail 
2. 1 cm). Virsung duct 0.4 cm. The liver was enlarged; the right lobe 16.5 cm, the left one - 9.5 
cm. Contours of the liver were uneven, structure - nonhomogeneous. Fibrosis of the porta 
hepatis Multiple hyperechogeneous shadows in the liver parenchyma. 

The treatment scheme for the second session of therapy with GSSG series preparations 
was the following. For the first 10 days, S-thioethylamine-GSSG was infused every day 
via catheter into the hepatic artery (0.1-1.0mg/kg/day). 
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After that the zinc salt of GSSG (0.01-0.5 mg/kg) was given intravenously every day, for 
10 days. Being checked out the patient received supportive therapy with the zinc salt of 
GSSG intravenously (0.01-0.5 mg/kg/day), once a week, for 1 month 

In September 1996 the patient was again admitted to the Hospital N122 for examination and the 
5 third session of therapy. Clinical condition did not change by that time. For blood parameter 
variations see table 36 

On ultrasonic examination: pancreas had the same characteristics as before. Liver was slightly 
enlarged, the right lobe - 1 5 cm, the left lobe - 8 cm, lower edge rounded, edges were definite and 
smooth, parenchyma was nonhomogeneous due to hypo and hyperechogeneous foci (fibrosis and 
10 calcificates). 

Thus the following clinical effects were considered as prominent and significant: improvement of 
the quality of life, stabilization of the neoplastic process; resolution of some metastases, 
restoration of immunology and hematology indices, improvement in results of ultrasonic 
examination. 

15 Example #21 

Therapeutical effect of GSSG series preparations in patient with diabetes mellitus 

Female patient of 18 year old was admitted to the Division of Endocrinology of the Hospital N16 
Diagnosis: insulin dependent diabetes mellitus (type I). Severe form of insulin resistance, 
diabetic angioretinopathy grade IV, initial symptoms of diabetic polyneuropathy 111 from the age 
20 14. The disease started with precomatose state, blood glucose varied from 1 8.4 to 28.0 mmol/1, 
ketoneuria (acetone), and glucosuria up to 12%. Total Insulin dose at the disease onset: SU- 
Insulin 68 units, "ICS" 269 units Previously was hospitalized several times Dose of Insulin 
reached 500 units in 1994-1996. At that time blood glucose was 19.6-24.3 mmol/1, glucosuria 
was 4-6%, positive ketones in urine. 

25 In September 1996 the patient was admitted to consider modification of treatment with the dose 
of ICS insulin 500 units, 1CS-A 100 units, SU-lnsulin 5- units. On admission Insulin dose was 
the following. B-insulin 480 units, SU insulin 22 units 

Blood sugars: 
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• 9 A.M. 11.4 mmo!/l 

• noon 11.1 mmol/l 

• 2 P.M. 13.9 mmol/l 

• 5 P.M. 16.7 mmol/l 

• 6 A.M. 10.7 mmol/l 

Glucosuria - up to 670 mmol, ketones 

Due to the severity of the patient's insulin resistance and after the patient's agreement the decision 
was made to use GSSG series preparations. 

Treatment scheme: intravenously for 10 days, once a day GSSG-Na2 in 0.5% solution of 
lipoic acid (0.01-0.5 mg/kg/day). 

For the next 10 days, intravenously, every other day - zinc salt GSSG in 0 5% solution of 
lipoic acid (0.01-0.5 mg/kg/day). 

For the next 10 days (third decade) sodium salt GSSG -Na 2 in 5% solution of ascorbic 
acid, intramuscularly, once a day for 20 days (0. 1-0.5 mg/kg/day). 

After the treatment session had been completed the insulin treatment was modified. SU insulin 
was started, several injections per hour, sustained release insulin canceled. 

The dose of insulin was gradually decreased, and the patient was discharged with the following 
insulin regimen: 

6 A M 4 units SU-insulin 

9P.M 50 units 

2 P.M. 36 units 

7 P.M. 36 units 

1 1 P.M. 8 units ( total dose 134 units) 

Blood sugars got to normal and did not exceed 8 mmol/l even after meals. After the patient was 
discharged she received therapy with GSSG series preparations as an out-patient for a month 
Treatment scheme was the following: 
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During a month - sodium salt of GSSG in 0.5% solution of lipoic acid (0.0 J -0.5mg/kg), 
intramuscularly, every other day. 

During the 2 successive months the patient had two episodes of hypoglycemia ( 1 .8-2.2 mmol/1), 
and that forced to decrease insulin doses. Thus, after the two months of treatment following 
insulin regimen was implemented: 



6 A.M. 4 units SU-insulin 

9 P.M. 36 units 

2 P.M. 12 units 

7P.M: 12 units 

1 1 P.M 4 units (total dose 68 units). 



The patient's condition was satisfactory, no complains. See table 37 for changes in blood 
parameters. Thus the following clinical effects seem to be substantial: stopped insulin resistance; 
decreased insulin dose, improvement of the quality of life and laboratory parameters. 

Example #22 . 

Therapeutical e ffect of GSSG series preparations in patient with lung cancer 



Diagnosis: Cancer of the upper lobe of the right lung (T3N2M0) extending into superior caval 
vein and pulmonary artery. Metastases to mediastinal lymph nodes. 

In September 1995 a male patient of 59 was admitted to the surgical division of the Institute of 
Pulmonology with suggested lung neoplasm. On admission the patient was complaining of 
periodical fever up to 38.4°C, decreased appetite, 8 kg weight loss, dyspnea after movement. 

On several chest CT scans (29.08.96) the size of the right lung was decreased due to 
hypoventilation of the upper lobe Pulmonary tree looked different on the right side Right upper 
lobe bronchus was narrowed and deformed, with a focal shadow 4.0x5.0x6.0 cm. There probably 
was an enlargement of paramediastinal lymph nodes. No fluid in pleural cavities. 
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On bronchoscopy: lymphangiitis of the lateral wall of the lower 1/3 of trachea, lymphangiitis and 
infiltration of the lateral wall of the right main bronchus, compressive and infiltrative stenosis of 
the right upper lobe bronchus (lateral wall) of the 1-2 degree. 

On diagnostic thoracotomy: (14.09.95) uneven dense formation of the upper lobe of the right 
5 lung 4.0x5.0x6.0 cm, growing into upper parietal pleura On intraoperative examination, after 
pericardium was opened it became obvious that neoplasm extended into superior caval vein and 
pulmonary artery. Histologically, neoplasm was identified as low differentiation (small cell) 
carcinoma. The case was considered inoperable. 

The patient's state continued to deteriorate: right supraclavicular node enlarged (3. 5x4. 0cm). The 
10 patient was transferred to the Institute of Oncology for chemotherapy. After the first treatment 
course of Cisplatine combined with Etoposide the patients' condition deteriorated significantly: 
nausea and vomiting, alopecia, increased transaminases, creatinine, leukopenia 

Due to the severity of the patient's disease and absence of any alternative treatment the decision 
was made to use compassionate treatment with lithium salt of GSSG 

15 From the first injections of GSSG-Li (0.01-0.5 mg/kg per day, intravenously/intramuscularly 

alternative days for 14 days), the quality of life improved significantly (Karnofsky index 80 (60), 
appetite increased, dyspnea decreased. 

After 2 weeks* treatment with lithium salt of GSSG in 0.003% solution of H 2 0 2 blood indices 
substantially improved (leukocyte count, red cell count, creatinine, transaminases), and that 
20 permitted to try another chemotherapy course (Cisplatine combined with Etoposide). Compared 
with the first course, there were no complications during the second one when the patient was 
receiving Li-GSSG: there was no nausea, vomiting, there was an increase in appetite (5kgs 
weight gain); results of clinical and biochemical blood tests were within normal limits. 

After the second chemotherapy course therapy with GSSG series preparations was resumed: 
25 lithium salt of GSSG in 3% of dimethyl sulfoxide (0.01-0.5 mg/kg per day 
intravenously/intramascualarly 3 times a week during 14 days). 

Then the patient received another chemotherapy course in the Institute of Oncology. There were 
no complications during the third chemotherapy course. Result of blood tests were within normal 
limits There were a complete resolution of the enlarged right supraclavicular lymph node and X- 
30 ray demonstrated improvement of the primary lesion; no signs of atelectasis, additional shadows 
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were neither found in mediastinum, nor paratracheally; trachea had a normal location; there was 
no residual cavity. 

Thus the 2 courses of chemotherapy combined with GSSG series preparations (lithium salt of 
GSSG) led to satisfactory quality of life, systemic regression of the neoplasm, restoration of 
5 laboratory parameters which was associated with a stable increase in endogenous production of 
cytokines and hematopoietic factors (see Table 38). Later on the patient was receiving GSSG-Li 2 
at a dose rate 0.01-0.5 mg/kg, every other day for 14 days a month during a year. 

One year later (14. 10.96) 

On chest CT scan there was a site of fibrous changes in the right upper lobe bronchus 
10 1 .5x1 .5x2.0 cm. There were no new Infiltrative or fibrous changes in lung tissue. Lumens of the 
trachea and bronchi in both lungs were neither narrowed nor deformed. There was no 
mediastinal and lung root lymph node enlargement. No fluid in pleural cavities. 

CONCLUSION 

Combined treatment with chemotherapeutic regimens and GSSG-Li 2 produced remarkable 
15 potentiation of the chemotherapeutic effect with its acceptable chemotherapy tolerability 
Generally, the effect of the combination led to tumor regression, liquidation of metastases, 
restoration of immune and hematopoietic systems, a better quality of life 

Example #23. 

20 Therapeutical effect of GSSG series preparations in patient with sigmoid cancer 

Diagnosis: Cancer (undifferentiated adenocarcinoma) of the rectosigmoid region of the colon 
(T4N0M0), complicated by right-sided adnextumor, right-sided tuboovarial abscess, diffuse 
phlegmonous-purulent peritonitis 

In June 1996 a female patient of 48 was urgently admitted to the II nd surgical division of the 
25 Central Hospital N122 with the above mentioned diagnosis. 

Operation: loop sigmostoma, abdominal cavity cleaning and draining. The patient's condition was 
severe: Karnofsky 30, fever 39-40°C. Despite aggressive therapy clinical condition continued to 
deteriorate and complicated with bilateral pneumonia. Additional intensive therapy with 
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antibiotics (Cefalosporins and Penicillins - Claforan 6 g/day, Ampicillin/Oxacillin 2 g/day) did not 
result in desirable effect. 

Due to inefficacy of the treatment the decision was made to use compassionate treatment with 
GSSG-Zn 2 

5 For one week the patient received GSSG-Zn 2 in 0. 1% solution of cystamine 0.01-0.5 mg/kg per 
day IV and IM together with the previous complex therapy. After one weeks 1 treatment the 
patient's physical status improved substantially, appetite increased, weakness disappeared, sleep 
normalized, local healing of the wound accelerated. There was a tendency for normalization of 
blood parameters (see Table 39), there were no XOray signs of pneumonia. 

10 Those positive effects permitted to perform the second stage of the surgical treatment — to 

repeat laparotomy with resection of proctosigmoid region of colon and right adnexa with ovary 
Postoperative period was characterized by right-sided lower lobe pleuropneumonia Again, 
GSSG-Zn 2 in 0. 1% cystamine solution was added to the treatment (0.01-0.5 mg/kg every day 
intravenously and intramuscularly during a week). Clinical and radiological signs of pneumonia 

15 resolved within 3 days. 

There were no complications of the postoperative wound. Sutures were removed on the seventh 
day. Patient was discharged in satisfactory condition to be followed up as an out-patient. 

General effects can be summarized as follows: improvement of the quality of life; potentiation of 
antibacterial therapy; restoration of laboratory indices; acceleration of wound-healing; possibility 
20 of radical surgical treatment. 



Example #24 . 

Therapeutical effect of GSSG series preparations in patient with pancreas/duodenum cancer 
Diagnosis: Cancer of the pancreas extending into the duodenum (T3N2M1). 

25 In January 1996 a male patient of 67 was admitted to the II surgical division of the Hospital N122 
with obstructive jaundice. Diagnosis - infiltrative stricture of the main bile duct. Surgery: 
transcutaneous- transhepatic external-internal drainage. 
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In February 1996 - cholecystectomy, choledocho-duodenoanostomosis (Jurash procedure). 
Patient was suffering from severe pain in the right subcostal area irradiating to the back, and 
narcotic analgesics were prescribed. No appetite. Weight loss 13 kg per month. Karnofsky 
index 40 Periodical nausea, vomiting, steatorrhea. Increased amylase and lipase in blood serum, 
5 amylase in urine, anemia. In the projection of the head of the pancreas tumorous object could be 
palpated. On fibrogastroduodenoscopy infiltration of duodenal mucosa down to the Fater's 
papilla. 

Due to the severity of the patient's disease, progressive deterioration and absence of any 
alternative treatment the decision was made to use compassionate treatment with GSSG-Zn 2 in 
10 dimethyl sulfoxide (DMSO). 

After 2 weeks' treatment the patient's condition obviously improved. Karnofsky index - 80. 
Continuous pain decreased, though the patient was suffering from periodical moderate pains, 
narcotics were canceled. No nausea or vomiting; weight gain 4 kg, improvement in blood 
parameters (see Table 40). 

15 Clinical and laboratory improvement permitted to introduce combined treatment with high-dose 
chemotherapy (5-Fluoruracil - 10 g/course) which was combined with GSSG-Zn 2 During 3 days 
the patient was receiving Fluoruracil endolymphatically (day 1 - 3g, day 2 - 3 g, day 3 - 4 g) and 
high doses of GSSG-Zn 2 in DMSO (0. 1-1.0 mg/kg per day). 

The patient tolerated treatment without hematological and other toxic complications (for blood 
20 parameters see Table 40). During the 3 consecutive months (February- April) the patient received 
supporting doses of GSSG-Zn 2 in DMSO (0.01-0.3 mg/day, intravenously and intramuscularly, 2 
times a week). Patient's condition was quite good; Karnofsky index 90 No pains; good 
appetite; weight gain — 8 kg. 

3 months later (May, 1996), a 3 day course of high-dose chemotherapy together with GSSG-Zn 2 
25 was conducted (total dose of fluoruracil - lOg; GSSG-Zn 2 0. 1-1 .0 mg/kg, daily) without 

complications reported. The patient was discharged in satisfactory condition to be followed up as 
an out-patient. Treatment with GSSG-Zn 2 was continued for 3 successive months (0.01-0 5 
mg/kg IV and IM 2 times a week). 

6 months later (September 1996): the third course of high-dose chemotherapy according to the 
30 scheme shown above, with no complications Patient's condition was satisfactory; Karnofsky 
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index 90. Good appetite; no nausea or vomiting; Weight gain 12 kg from the beginning of the 
observation On gastroduodenoscopy — significant decrease in infiltration of duodenal mucosa 
with signs of stabilizing the neoplastic process. 

Thus the following effect of the combination of GSSG-Zn 2 and chemotherapy regimen can be 
5 stressed: improvement of the quality of life; resolution of pain; beneficial laboratory changes, 
stabilization of the neoplasm process; good tolerance of chemotherapy 

Example #25 . 

Therapeutical effect ofGSSG series preparations in patient with severe postoperative 
JO complications 

Diagnosis: Post-intubation scar stenosis of the trachea, tracheoesophageal fistula, post operative 
empyema of the right pleural cavity. 

A male 22 year old patient was admitted to the surgical division of the State Scientific Center of 
Pulmonology of the Ministry of Health of Russia Federation in March 1996 after linear stent of 
15 the trachea was placed After it was removed there was a relapse of the tracheal stenosis and the 
signs of tracheoesophageal fistula appeared. Due to this in April 1996 the operation was 
performed: circular resection of the trachea, closure of the TE fistula, omentoplastics. 

During the postoperative period right-sided pleural empyema developed. Despite massive 
antibiotic therapy, detoxification and pleural cavity drainage, the patient's state was very severe. 
20 The patient was pale, pulse 120/min, rhythmic, BP 90/50 mm Hg, breathing rate 28/min, slightest 
physical exertion caused dyspnea, t 38.8-39.6°C 

On chest X-ray: increased density of the left lung due to diffuse infiltration (edema). Paracostally 
in the lateral areas along the rib cage and posteriorly in the interlobular fissures there was a lot of 
fluid. Enlarged median shadow in the upper region. 

25 Significant leukocytosis (30x1 0 9 l\\ increased neutrophil count, increased ESR (58mm/h), 
hypertransaminasemia (see Table 41). 
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Due to the severity of the patient's disease, pulmonary insufficiency and absence of any alternative 
treatment the decision was made to use compassionate treatment with lithium salt of GSSG 
(GSSG-Li 2 ) in a complex therapy. 

Right after the first injections of GSSG-Li 2 (0.01-0.5 mg/kg per day) there was a certain positive 
5 effect - decreased intoxication (decrease of temperature to 37. 3C), pulse 88/min, resolved 
pulmonary insufficiency. That positive effect due to the use of the treatment became stronger 
after the following injections (0.01-0.5 mg/kg per day, intravenously for 5 days). 

After another week of treatment with GSSG-Li 2 (001-05 mg/kg/day ) combined with antibiotics 
(Claforan 6g/day, Ampicillin plus Oxacillin, 2g/day) the patient's state was satisfactory No 
10 complains; pulse 80/min, BP 1 15/70 mm Hg, breathing slightly decreased on the right, in all 
regions 

No local inflammation after thoracotomy. Granulating wound in the site of posterior 
thoracotomy without secretions. Bronchoscopy showed wide anastomosis without granulation. 
Chest X-ray - normal 

15 After a month of treatment with GSSG-Li 2 (0.01-0 5 mg/kg every other day IV and IM for 3 

weeks) the patient's condition was satisfactory Blood parameters within normal limits (see Table 
41). 

Summarized effect; quick regression of the purulent process; potentiation of the effect of 
antibacterial therapy; beneficial blood changes; detoxification; restoration of laboratory 
20 parameters. 

Example #26. 

Therapeutical effect of GSSG series preparations in patients with multiple sclerosis 

We examined and treated 19 patients with cerebrospinal form of Multiple sclerosis (MS) aged 23- 
25 52 (Table 42). All patients were admitted to the hospital during exacerbation Diagnosis was 

verified according to the recommendations of the International association of MS studies (1992). 
There was a prevalence of patients with progressive MS with relapses In 5 patients length of 
relapse was one month; in 7 - one to three months, in 7 - over three months. 



WO 97/21444 



-61 - 



PCT/RU96/00340 



The 90 days' course of treatment was carried out in the following way: 

1 . GSSG-Na in 10% solution of S-adenosyl-methionine intravenously, once a day for 10 
days, daily dose - 0.01-0.5 mg/kg 

2 Two weeks' break 

3. GSSG-Zn in 10% solution of S-adenosyl-methionine intravenously, every other day for 
20 days, daily dose 0.01-0.5 mg/kg 

4. Two weeks* break 

5 bis-methionil-GSSG in 5% solution of ascorbic acid (vitamin C) intravenously and 
intramuscularly, alternating routes of administration (one day each), daily dose 0.01- 
0.5 mg/kg for 30 days. 

Patients' investigation was carried out before treatment, one month after the beginning of the 
treatment, the 3 and 6 months after the beginning of the treatment. CD3+ CD4+, CD8+, CD20+ 
lymphocyte counts were measured in peripheral blood with immunofluorescent method using 
monoclonal antibodies, CD4+/CD8+ ratio was counted (Table 43). Cellular immunity was 
assessed with the Reaction of Suppression of Leukocyte Adhesion in the presence of neuro- 
specific antigens: S-100 protein, neuronal membrane antigens, myelin basic protein (Table 44). 25 
blood donors and patients with radiculopathy were used as the control group. 

Initial state of the immune system was characterized by decrease total CD3+ count, significant 
decrease in CD4+ count, increase in CD8+ count, dysbalance between subpopulations of helpers 
and suppressors, increase in CD20+ count. 

After the treatment there was an improvement in cellular immunity parameters - normalization of 
CD3+ count, CD4+ count, and CD8+ (T-suppressors) count. In the same time there was a 
decrease in sensitization of lymphocytes to one or several of the brain tissue antigens. There also 
was a phenomenon of immunological inversion of S-100 and myelin basic protein levels (Table 
44). 

Restoration of immune system was accompanied by resolution of neurological symptoms in 84% 
of patients 
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Endogenous level of IFN a and y and TNF was measured in patients' serum and cerebrospinal 
fluid (CSF) (Table 45). An increase in IFN-a during patients' treatment should be stressed. TNF 
level correlated with neurological disability, measured by Kurtzke score. 

Humoral immunity was assessed by the following parameters: B-lymphocytes were 
5 counted by measuring superficial immune globulins in immunofluorescent test, IgA, IgM, IgG 
level were measured by radical immunodiffusion in gel, circulating immune complexes were 
precipitated in polyethilenglycole (Table 46). Before treatment all patients had significant 
increase in circulating immune complexes and IgM, and decrease in IgG. IgG level was 
significantly lower than in the control group. 

l<> Neurological condition of all patients during this course of treatment have more or less 

improved, there was a decrease in motor index of Hauzer, and improvement in quality of life 

While specific embodiments of the invention have been shown and described, many 
modifications are possible. For example, other ingredients which do not affect the action of 

15 GSSG its derivatives and/or both its extenders, and enhancers/modulators may be intermixed with 
GSSG alone or in combination with its both extenders, and enhancers/modulators for application 
to the body. The dosage forms can be packaged in kit form along with syringe or applicator of 
any type. Preferably instructions for application to a specific diseases are included in any kit, 
including the therapeutic agent. We indicate below preferred applications of GSSG or/and its 

20 derivatives with or without both extenders, and enhancers/modulators in doses from 0.01 to 0.5 
mg of GSSG base per kg of body weight for GSSG and its salts (0.01 to 1 .0 mg per kg for the 
GSSG derivatives) for one or more days intravenously, intramuscularly, intralymphatically, 
epicautaneously, or intracavitary for up to 6 months as has been found effective for the diseases 
noted below : 

25 A prophylactic, therapeutic use of the methods and therapeutic agents of this invention 

can be made for immunodeficiency states where individuals have been exposed to radioactive and 
chemical affliction in cases of accidents such as nuclear disasters. 

Where the both various extenders and various enhancers/modulators have been noted, 
other specific extenders which prolong the half life of the oxidized glutathione, or/and other 

30 specific enhancers/modulators altering beneficially GSSG/derivative effects may be used. In some 
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cases, one or more of the both different extenders and different enhancers/modulators can be used 
in combination. 

While the drug for parenteral use is preferably in solution form, in some cases colloidal 
suspensions and the like can be used. Similarly, topical application can include the use of 
5 pharmaceutical^ acceptable ointments, creams and other bases such as petrolatum bases which 
do not interact with the GSSG/derivatives, as well as with both extenders and 
enhancers/modulators. Such base materials are known in the art (petrolatum, lanolin, spermaceti; 
with inter alia addition of acetylsalicilic acid) 

!0 Infectious and Imrnunopathology Diseases 

Note: all dosage rates given in the following section below are indicated for GSSG and 
its salts from the acount of "GSSG base Because concept of "GSSG base " is not completely 
correct for GSSG derivatives, it is appropriate to define that generally the corresponding dosage 
rates for the derivatives should be whithin the interval of from the same as for GSSG lower level, 
15 up to a level which is two-threefold as much as upper one for GSSG and its salts. 

AIDS: dosage rate - from 5 to 30 mg per day, entire course is of 6 month duration, with 2 
week break after each month; 

- the administration regimen during the first week - a single injection daily, alternating regimen: 
one day - intravenous injection, every other day - intramuscular injection; 

20 - during the second week - twice a day: one time intravenously (in the morning), other time 
intramuscularly (in the evening); 

- the third and the forth weeks - three times a week; 1 st time - intravenous injection, 2 nd and 3 rd 
time - intramuscular injection; 

In case of encephalopathy it is recommended lumbar injections of the medicine once a week 
25 during three weeks. 

Hepatitis: dosage rate - from 5 to 10 mg per day, entire course is from 1 to 2 months; 

- during the first three weeks - a single injection daily, alternating regimen: one day - intravenous 
injection, every other day - intramuscular injection; 

- afterwards: - two or three injections per a week, I st time - intravenous injection. 2 nd and 3 rd time 
30 - intramuscular injection; 

Herpes: the medicine administration course is the same as in hepatitis. 
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Tuberculosis: Inactive phase: dosage rate - from 5 to 10 mg per day, entire course is of 6 
months, with 2 week break after each month and 1 month break after the 3 months of the 
medicine administration. 

- during the first three weeks - a single injection daily, alternating regimen: one day - intravenous 
5 injection, every other day - intramuscular injection, 

- during the forth week - two or three injections per a week, 1 st time - intravenous injection, 2 nd 
and 3 rd time - intramuscular injection; 

Active phase: dosage rate - from 5 to 10 mg per day, entire course is of 6 months, the 
administration regimen in an active phase is the same as in inactive phase 
io Meningitis: dosage rate - from 5 to 90 mg per day, entire course is of 2 months, 

- during the first two weeks - twice a day: one time intravenously (in the morning), other time 
intramuscularly (in the evening), 

- afterwards: - two or three injections per a week, l sl time - intravenous injection, 2 nd and 3 rd time 

- intramuscular injection; 

15 Lumbar injections of the medicine - a single injection daily is recommended during three days. 

Peritonitis: the medicine administration course is the same as in meningitis (except for 
lumbar injections). 

Sepsis: dosage rate - from 5 to 60 mg per day, entire course is no less than 1 months up to 
full normalization of clinical state and blood data; 
20 - during the first two or tree weeks - twice a day: one time intravenously (in the morning), other 
time intramuscularly (in the evening); 

- - afterwards: - two or three injections per a week, 1** time - intravenous injection, 2 nd and 3 rd 
time - intramuscular injection; 

Purulent post-operative infectious complications - the medicine administration course is 
25 the same as in sepsis. 

Immunodepression: dosage rate - from 5 to 20 mg per day, entire course is of 6 months, 
with 2 week break after each month; 

- during the first three weeks - a single injection daily, alternating regimen: one day - intravenous 
injection, every other day - intramuscular injection, 

30 - during the forth week - two or three injections per a week, T* time - intravenous injection, 2 nd 
and 3 Td time - intramuscular injection; 
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Immunodeficiencies of infectious, radiation, or toxic origin: dosage rate is from 5 to 30 
mg per day; the medicine administration course is the same as in immunodepression. 

Multiple sclerosis; dosage rate is from 5 to 20 mg per day, entire course is of 3 months 
with 2 week break after each month, and after 6 month break - the repeating of entire course, 
5 - the I s1 month of the entire course: a single injection daily, alternating regimen one day - 
intravenous injection, every other day - intramuscular injection; 

- the 2 nd month of the entire course: three injections per a week, 1st time - intravenous injection, 
2nd and 3rd time - intramuscular injection; 

- the 3 rd month of the entire course: two intramuscular injections per a week, with dosage rate 
10 from 5 to 10 mg. 

Neurodegenerative diseases: the medicine administration course is the same as in multiple 
sclerosis. 

Alzheimer's sclerosis: the medicine administration course is the same as in multiple 
sclerosis. 

15 Amyotrophic lateral sclerosis: the medicine administration course is the same as in 

multiple sclerosis. 

Glomerulonephritis: dosage rate is from 5 to 30 mg per day, entire course is from 1 to 3 
months with 2 week break after each month, 

- during the first two weeks - a single injection daily, alternating regimen: one day - intravenous 
20 injection, every other day - intramuscular injection; 

- afterwards: - two or three injections per a week, 1 st time - intravenous injection, 2 nd and 3 Td time 

- intramuscular injection; 

Collagenoses: - the medicine administration course is the same as in glomerulonephritis. 
Rheumatoid arthritis: - the medicine administration course is the same as in 
25 Glomerulonephritis. 

Systemic lupus erythematosus: - the medicine administration course is the same as in 
Gl omeru 1 onephrit i s . 

Allergic diseases: - the medicine administration course is the same as in 
Glomerulonephritis, along with the topical application of ointment (1-3% containing the active 
30 compound) - during 2 weeks, a single application per day, afterwards: - two applications per a 
week. 
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Psoriasis: - the medicine administration course is the same as in Glomerulonephritis, along 
with the topical application of ointment (1-3% containing of the active compound) - during 2 
weeks, a single application per day, afterwards: - two applications per a week. 

Neoplasms: dosage rate is from 5 to 90 mg per day, entire course is from 1 to 6 months 
with 2-4 week break after each month; 

- a single injection daily, alternating regimen, one day - intravenous injection, every other day - 
intramuscular injection, without or along with endolymphatic application (dosage rate - from 30- 
90 mg per day) during 10 days, and local application (regional perfusion) by catheterization 
(dosage rate - from 30-90 mg per day) during 7 days, three or four applications per week; 

- the treatment scheme is recommended along with polychemiotherapeutic treatment 

Metastatic processes and hemoblastoses: dosage rate is from 5 to 90 mg per day, entire 
course is from 1 to 6 months with 2-4 week break after each month; 

- a single injection daily, alternating regimen: one day - intravenous injection, every other day - 
intramuscular injection, along with local application (regional perfusion) by catheterization 
(dosage rate - from 30-90 mg per day) during 7 days, three or four applications per week 

Lympho proliferative diseases (Lymphogranulomatosis and Lymphoma): dosage rate is 
from 5 to 90 mg per day, entire course is from 1 to 6 months with 2-4 week break after each 
month; 

- during the first three weeks - a single injection daily, alternating regimen: one day - intravenous 
injection, every other day - intramuscular injection, along with endolymphatic application (dosage 
rate - from 30-90 mg per day) during first 10 days; 

- afterwards: - the same treatment scheme in combination with glucocorticoides and cytostatics. 
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What is claimed is: 

CLAIMS 

1 . A method of stimulating endogenous production of cytokines and hemopoietic 
factors comprising introducing to a mammalian body in need of stimulation of cytokines or 
hemopoietic factors or both, an effective amount of an oxidized glutathione form selected from 
the group consisting of oxidized glutathione, a pharmaceutically acceptable oxidized glutathione 
salt, a pharmaceutically acceptable glutathione derivative or mixtures thereof, for a period of 
time to stimulate said endogenous production to obtain a therapeutic effect. 

2. A method in accordance with the method of claim 1 , wherein said glutathione 
form is introduced parenterally 

3. A method in accordance with the method of claim 1, wherein said glutathione 
form is introduced topically 

4 A method in accordance with the method of claim 1, wherein said glutathione 
form is introduced along with an extender of the half life of said oxidized glutathione and/or its 
pharmaceutically acceptable salt form, and/or its pharmaceutically acceptable derivative. 

5. A method in accordance with the method of claim 1, wherein said glutathione 
form is introduced along with an enhancer/beneficial modulator of the biological or therapeutical 
effects of said glutathione form. 

6. A method in accordance with the method of claim 4, wherein said extender is 
selected from the group consisting of pro-oxidant compounds, agents capable of forming weak 
ionic or coordinating links stabilizing the oxidized glutathione molecule, materials which are 
competiros of reduced form of nicotinamide adenine dinucleotide phosphate -dependent reduction 
of oxidized glutathione into reduced glutathione catalyzed by glutathione reductase, compounds 
capable of producing reversible inhibition of reduction of oxidized form of nicotinamide adenine 
dinucleotide phosphate into reduced form of nicotinamide adenine dinucleotide phosphate 
catalyzed by glucose-6-phosphate-dehydrogenase or by other reduced form of nicotinamide 
adenine dinucleotide phosphate-dependent enzymes, or mixtures thereof 

7. A method in accordance with the method of claim 6, wherein said extender is 
peroxide. 

8. A method in accordance with the method of claim 6, wherein said extender is 
ascorbic acid. 
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9. A method in accordance with the method of claim 9, wherein said extender is 
dimethylsufoxide. 

10. A method in accordance with the method of claim 6, wherein said extender is 

inosine 

11. A method in accordance with the method of claim 6, wherein said cystamine. 

12. A method in accordance with the method of claim 5, wherein said 
enhancer/beneficial modulator is selected from the group consisting of methyl moiety donators, 
and representatives of intracellular redox-oxidative pairs, or mixtures thereof 

13 A method in accordance with the method of claim 12, wherein said 
enhancer/beneficial modulator is choline-chloride. 

14. A method in accordance with the method of claim 12, wherein said 
enhancer/beneficial modulator is S-adenosyl-methionine. 

15 A method in accordance with the method of claim 12, wherein said 
enhancer/beneficial modulator is lipoic acid. 

16. A method in accordance with the method of claim 12, wherein said 
enhancer/beneficial modulator is folic acid. 

1 7 A method in accordance with the method of claim 2, wherein said glutathione 
form is introduced at a dose of from 0.01 to 0.5 mg of oxidized glutathione base per kilogram of 
body weight for oxidized glutathione base and oxidized glutathione salts (from 0.01 to 1.0 mg per 
kg for oxidized glutathione derivatives) at least one time each 24 hour period until said desired 
therapeutic effect is obtained. 

18. A method in accordance with the method of claim 17, wherein said glutathione 
form is introduced parenterally in a pharmaceutical^ acceptable solution at a concentration of 
from 0.01 to 2.0% by weight of oxidized glutathione base for oxidized glutathione base and 
oxidized glutathione salts ( from 0.01 to 4.0% by weight for oxidized glutathione derivatives). 

19. A method in accordance with the method of claim 18, wherein said solution 
further includes, or is administered in a combination with an extender selected from the group 
consisting of 0.03% to 0.0003% (w/v) hydrogen peroxide, 0.1% to 10%(w/v) ascorbic acid, 

0. 1% to 30% (v/v) dimethylsufoxide, 0. 1% to 5% (w/v) inosine, 0. 1% to 3% (w/v) cystamine, or 
mixtures thereof. 

20. A method in accordance with the method of claim 1 , wherein said mammalian 
body is in need of stimulation of cytokine or hemopoietic factor production to treat a condition 
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selected from the group consisting of neoplastic, infectious, hematologic, immunologic (ischemic, 
diastrophic, degenerative) and other diseases. 

21. A method in accordance with the method of claim 20, wherein said disease is 
infectious. 

5 22. A method in accordance with the method of claim 20, wherein said disease is 

hematologic. 

23. A method in accordance with the method of claim 20, wherein said disease is 
immunologic. 

24. A method in accordance with the method of claim 20, wherein said disease is 
10 neoplastic 

25. A method in accordance with he method of claim 20, wherein said disease is 
selected from the group consisting of AIDS, hepatitis, herpes, tuberculosis, meningitis, peritonitis, 
sepsis, and purulent post-operative complications caused by infection 

26. A method in accordance with the method of claim 20, wherein said disease is 
15 selected from a group consisting of immunodepression, multiple sclerosis, alzheimer sclerosis, 

neurogeneraive diseases, amyotrophic lateral sclerosis, glomerulonephirits, collagenosis, 
rheumatoid arthritis, lupus, psoriasis, diabetes mellitus and allergic disease 

27. A method in accordance with the method of claim 20, wherein said disease is 
selected from the group consisting of metastatic spreading, hemobastosis, malignant tumors, 

20 lumphogranulomatous and lumphomas, immunodeficiency caused by radioactive or chemical 
affliction 

28. A method in accordance with the method of claim 1, 2, 3, 4, or 5 wherein said 
oxidized glutathione is in a salt form. 

29. A method in accordance with the method of claim 1, wherein said salt is the 
25 disodium salt. 

30. A method in accordance with the method of claim 1, wherein said salt is the 
dilithium salt 

31 A method in accordance with the method of claim 1, wherein said salt contain one 
or more atoms of potassium. 
3() 32. A method in accordance with the method of claim 1, wherein said salt contain one 

or more atoms of calcium. 
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33. A method in accordance with the method of claim 1, wherein said salt contain one 
or more atoms of zinc. 

34. A method in accordance with the method of claim 1, wherein said salt contain one 
or more atoms of molybdenum. 

35. A method in accordance with the method of claim 1 , wherein said salt contain one 
or more atoms of vanadium. 

36. A method in accordance with the method of claim 1, wherein said salt contain one 
or more atoms of fluoride. 

37. A method in accordance with the method of claim 1, 2, 3, 4 or 5 wherein a 
pharmaceutical^ acceptable derivative of oxidized glutathione is introduced to a mammalian body 
in need of stimulation of cytokines or hemopoietic factors or both. 

38. A method in accordance with the method of claim 1, wherein said oxidized 
glutathione derivative is oxidized glutathione is covalently bound to cysteamine (S- 
thioethylamine-glutathione disulfide). 

39. A method in accordance with the method of claim 1, wherein said oxidized 
glutathione derivative is oxidized glutathione is covalently bound to lipoic acid (bis-[6,8- 
thiooktanil]«glutathione disulfide). 

40. A method in accordance with the method of claim 1 , wherein said oxidized 
glutathione derivative is oxidized glutathione is covalently bound to a member of the group 
consisting of carnosine ([b-alanyl-hystidi!]«glutathione disulfide) and adenosine ([9-0-D- 
ribofuranosyladenil]»glutathione disulfide). 

41. A method in accordance with the method of claim 1 , wherein said oxidized 
glutathione derivative is oxidized glutathione is covalently bound to methionine (bis-[2-amino-4- 
[methylthio]butanoil]«glutathione disulfide). 

42. A therapeutic agent for treating neoplastic, infectious, hematologic, immunologic 
and other diseases in which stimulation of the endogenous cytokine and hemopoietic factor 
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production is considered beneficial, said therapeutic agent comprising an effective amount of 
oxidized glutathione, and/or a pharmaceutically acceptable salt, and/or a pharmaceutical^ 
acceptable derivative, said oxidized glutathione, a tripeptide, y-glutamyl-cysteinyl-glycine, where 
two molecules of the tripeptide are linked via covalent disulfide bond between the cysteine 
residues, as an active substance, along with a pharmaceutically acceptable excipient. 

43. The therapeutic agent of claim 42, wherein said substance is formulated in the 
form of a sterile injectable solution of oxidized glutathione, and/or a pharmaceutical^ acceptable 
salt, and/or a pharmaceutically acceptable derivative, in pharmaceutical ly acceptable solvent 

44. A therapeutic agent of claim 43, in a combination with a pharmaceutically 
acceptable extender capable of enhancing and prolonging a therapeutic effect of said agent by 
increasing the half-life of oxidized glutathione. 

45. A therapeutic agent in accordance with claim 44, wherein said extender is 
hydrogen peroxide. 

46. A therapeutic agent in accordance with claim 44, wherein said extender is ascorbic 

acid. 

47. A method in accordance with the method of claim 44, wherein said extender is 
dimethyl sulfoxide. 

48. A therapeutic agent in accordance with claim 44, wherein said extender is inosine 

49. A therapeutic agent in accordance with claim 44, wherein said extender is 
cystamine. 

50. A therapeutic agent of claim 43, in a combination with a pharmaceutically 
acceptable enhancer/beneficial modulator capable of enhancing and/or altering beneficially a 
therapeutic effect of said agent by mechanisms other than increasing the half-life of oxidized 
glutathione. 

51. A therapeutic agent in accordance with claim 50, wherein said enhancer/beneficial 
modifier is choline-chloride. 

52 A therapeutic agent in accordance with claim 50, wherein said enhancer/beneficial 
modifier is S-adenosyl-methionine. 

53. A therapeutic agent in accordance with claim 50, wherein said enhancer/beneficial 
modifier is lipoic acid. 

54. A therapeutic agent in accordance with claim 50, wherein said enhancer/beneficial 
modifier is folic acid. 
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55. A method of enhancing and prolonging the ability of oxidized glutathione, and/or 
its pharmaceutically acceptable salt, and/or its pharmaceutically acceptable derivative to stimulate 
endogenous production of cytokine and hemopoietic factor wherein oxidized glutathione, and/or 
its pharmaceutically acceptable salt, and/or it pharmaceutically acceptable derivative is either used 

5 in a pharmaceutical composition containing at least one additional pharmaceutically acceptable 
components, or administered in combination with such component, said method comprising 
obtaining a solution of oxidized glutathione, and/or its pharmaceutically acceptable salt, and/or its 
pharmaceutically acceptable derivative, and intermixing therewith an extender, said extender 
being selected from the group consisting of a donor of reactive oxygen intermediates, agent 

10 capable of forming weak ionic and/or coordinating links stabilizing the oxidized glutathione 
molecule, hypoxanthine derivatives, a reversible inhibitor of pentose phosphate pathway of 
glucose oxidation, or mixtures thereof 

56. A method in accordance with the method of claim 55, wherein said extender is 
hydrogen peroxide. 

15 57. A method in accordance with the method of claim 55, wherein said extender is 

ascorbic acid 

58. A method in accordance with the method of claim 55, wherein saidextender is 
dimethyl sulfoxide 

59 A method in accordance with the method of claim 55, wherein said extender is 

20 inosine. 

60. A method in accordance with the method of claim 55, wherein said extender is 
cystamine. 

61 A method of enhancing and/or beneficially modulating the ability of oxidized 
glutathione and/or its pharmaceutically acceptable salt, and/or its pharmaceutically acceptable 

25 derivative to stimulate endogenous production of cytokine and hemopoietic factor wherein 
oxidized glutathione and/or its pharmaceutically acceptable salt, and/or its pharmaceutically 
acceptable derivative is either used in a pharmaceutical composition containing at least one 
additional pharmaceutically acceptable component other than that prolonging the half-life of 
oxidized glutathione or administered in combination with such component, said method 

30 comprising obtaining a solution of oxidized glutathione and/or its pharmaceutically acceptable 

salt, and/or its pharmaceutically acceptable derivative and intermixing therewith or administration 
in a combination with an enhancer/beneficial modulator, said enhancer/beneficial modulator being 
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selected from the group consisting of a methyl moiety donator, representative of intracellular 
redox-oxidative pairs, or mixtures thereof 

62 A method in accordance with the method of claim 6 1 , wherein said 
extender/beneficial modifier is choline-chloride. 
5 63 . A method in accordance with the method of claim 6 1 , wherein said 

extender/beneficial modifier is S-adenosilmethionine 

64. A method in accordance with the method of claim 61, wherein said 
extender/beneficial modifier is lipoic acid. 

65 A method in accordance with the method of claim 61 , wherein said 
10 extender/beneficial modifier is folic acid. 

66. A method of utilizing oxidized glutathione and/or its pharmaceutical^ acceptable 
salt, and/or its pharmaceutically acceptable derivative, said oxidized glutathione being a dimer of 
reduced glutathione, a tripeptide with structure y-glutamyl-cysteinyl-glycine, where two 
molecules of the tripeptide are linked via covalent disulfide bond between the cystein residues, as 

15 a stimulator of endogenous production of cytokine and/or hemopoietic factors for preparation of 
pharmaceutical drugs for treating neoplastic, infectious, hematologic, immunologic and other 
diseases in which stimulation of the endogenous cytokine and/or hemopoietic factor production is 
considered beneficial 

67. A method of stimulating production of cytokine and hemopoetic factors 

20 comprising introducing to mammalian cells in need of stimulation of cytokine or hemopoietic 

factors or both, an effective amount of oxidized glutathione and/or a pharmaceutically acceptable 
salt, and/or a pharmaceutically acceptable derivative, for a period of time to stimulate said 
endogenous production to obtain a therapeutic effect 

68 A method in accordance with the method of claim 67, wherein said cells are in a 

25 mammalian body and said oxidized glutathione and/or its pharmaceutically acceptable salt, and/or 
its pharmaceutically acceptable derivative is introduced into said body at a rate of from 0.01 to 
0.5 mg of oxidized glutathione base per kg of body weight for oxidized glutathione base and 
oxidized glutathione salts (with 0.01 to 1.0 mg/kg for oxidized glutathione derivatives), at least 
one time a day for at least one day. 

30 69. A method in accordance with the method of claim 68, wherein said drug is 

introduced into said body in an injectable solution form, wherein said oxidized glutathione and/or 
a pharmaceutically acceptable salt, and/or a pharmaceutically acceptable derivative is present in 
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such solution at a concentration of from 0.01 to 2 .0% of oxidized glutathione base by weight for 
oxidized glutathione base and oxidized glutathione salts (with 0.01 to 4.0% for oxidized 
glutathione derivatives). 

70. A method in accordance with the method of claim 69, wherein said injectable drug 
solution comprises an extender selected from the group consisting of hydrogen peroxide, ascorbic 
acid, dimethyl sulfoxide, inosine, and cystamine; or such an extender is administered separately. 

71 A method in accordance with the method of claim 69, wherein said injectable drug 
solution comprises an enhance^eneficial modulator selected from the group consisting of 
choline-chloride, S-adenosilmethionine, lipoic or folic acid; or such an enhancer/beneficial 
modulator is administered separately. 

72. A method in accordance with the method of claim 67, wherein said cells are in a 
mammalian body and said oxidized glutathione or/and its pharmaceutical^ acceptable salt, and/or 
its pharmaceutical ly acceptable derivative is introduced topically to a topical area at a dose of 
from 0.01 to 0,5 mg of oxidized glutathione base per square meter of topical area for oxidized 
glutathione base and its salts (with 0.01 to 1 .0 mg per square meter for oxidized glutathione 
derivatives) 



WO 97/21444 




PCT/RU96/00340 



1/43 



Figure la 

Cytofluorimetry analysis of 
cells HL-60 



Figure lb 

Cytofluorimetry analysis of 
cells HL-60 in the presence 
of the preparation 





Figure lc 

Cytofluorimetry analysis of 
human lymphocytes 




Figure Id 

Cytofluorimetry analysis of 
human lymphocytes in the 
presence of the preparation 




Research of apoptosis-induced preparation activity in cultivated 

mammal cells. 
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Table 1 . GSSG ffect on in vitro cytokine production 
by human mononuclear leukocytes. (M±m) 





Cytokine production (pg/mL) 


IL-ip 


IL-6 


TNFa 


IFNa 


5000 


259+36.8* 


25181264* 


19001206* 


511164.1* 


500 


275+39.3* 


2113+132* 


1525+163* 


514±56.2* 


50 


202+24.9* 


1910+205* 


813±90.8* 


407±51.4* 


5.0 


88.5H3.5* 


550+61.3* 


3141.44.7* 


109H2.1 


0.5 


56.0+9. 1 


430*±55.6 


99.1 ±11. 6 


130+14.9 


Control (RPMI) 


46.0+6.8 


129±12.4 


88.7+9.3 


98.3114.0 



(*) — differences are statistically significant (p < 0.01) as compared to the control. 



Table 2. Effect of GSSG in combination with 0.003% hydrogen peroxide on in vitro 
cytokine production by human mononuclear leukocytes. (M±m) 



GSSG (ng/mL) 


Cytokine production (pg/mL) 


IL-ip 


IL-6 


TNFa 


IFNa 


5000 


720181.3* 


4035+518* 


26401355* 


8491102* 


500 


650167.1* 


4007+419* 


21001294* 


9051141* 


50 


511+55.1* 


38591425* 


13081164* 


468169.3* 


5.0 


212131.7* 


16801207* 


502186.4 


160137.0 


0.5 


63.0+7.8 


8511111 


318147.8 


98.3118.7 


Control 
(RPMI+0.003% 
H 2 O z ) 


51 .0+7.4 


970+140 


410157.0 


125120.8 



O — differences are statistically significant (p < 0.01) as compared to the control. 
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Table 3. Effect of GSSG in combination with 0.1% inosine on in vitro cytokine 
production by human mononuclear leukocytes. (M±m) 



GSSG (RgAn<) 


Cytokine production (pg/mL) 


IL-ip 


IL-6 


TNFa 


IFNa 


5000 


665±73,5* 


5720+.498* 


5900±317* 


1010*1160, 
5* 


500 


790168,85* 


38401352* 


4520±*366 


13181152* 


50 


416144,0* 


49101205* 


1869±90,8* 


311+51.4* 


5.0 


205.8±18,3* 


2680+196* 


765±67,1" 


117110,4* 


0.5 


183+20,0* 


1505+138* 


597±48,6* 


66,317.8* 


Control 
(RPMI+0.003% H 2 Q 2 ) 


60,915,59* 


131H 1,7* 


83,5±9,6* 


89,5110.0* 



(*) — differences are statistically significant (p < 0.01) as compared to the control. 



Table 4. Effect of GSSG in combination with 0.1% cystamine on in vitro cytokine 
production by human mononuclear leukocytes. (M±m) 



GSSG (jig/ml) 


Cytokine production (pg/mL) 


IL-1B 


IL-6 


TNFa 


IFNa 


5000 


810+75,36* 


4910+503* 


51401466* 


10601799* 


500 


540+60,03* 


40001307* 


38001307* 


7801180,3* 


50 


490145,5* 


380013183* 


26001183 


460139* 


5.0 


316130,5* 


26101207* 


14081101* 


100+17,7* 


0.5 


15519,7* 


101110* 


709167.3* 


107,618,13* 


Control (RPMI + 
0,1% cystamine) 


60,816,55* 


65,4+77,0* 


377128.9* 


114110,01* 



(*) — differences are statistically significant (p < 0.01) as compared to the control. 
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Table 5. Effect of the test articles on IL-2 and GM-CSF production by splenocytes, 
bone marrow and blood cellular indices, and immune response to SRBC in 
cyclophosphamide treated mice. (M±m) 



Parameter 


n 


Intact 
animals 


Cyclophosphamide-treated animals 






Normal 
saline 


Normal 
saline 


GSH 


GSSG 


GSSGO 
+ H 2 0 2 


IL-2 

production by 

splenocytes, 

(U/mL) 


10 


39.7±5.4 


11.1 ±3.0* 


17.2±3.5* 


28.1+3.9*® 


34.715.1*° 


GM-CSF 
production by 
splenocytes, 
(colonies /10 s 
cells) 


10 


180.0±14. 
2 


34.3±9,1* 


58.2±7.2* 


129.1+13.4* 
« 


170.1+16.9* 
e 


Blood 
leukocyte 
count, 10 9 /L 


10 


11.9±1.81 


4.711.25* 


5.211.36* 


8.5+0.81*® 


9.411.40*® 


Blood 

lymphocyte 
count, 10 B /L 


10 


7.4±0.85 


3.1 ±0.56* 


4.3H.13* 


6.211.28* 


6.8H .04* 


Bone marrow 
nucleated cell 
number, 
10 6 /L 


10 


53.7±8.7 


23.8±5.0* 


32.2+4.4* 


45.413.9*® 


52.3+4.7*® 


SRBC 
agglutinin 
titer <log 2 ) 


5 


5.33±0.74 


1.47±0.35 
* 


1.94±0.34 

* 


3.68+0.59** 


4.1210.37** 



Differences are statistically significant (p < 0.05) as compared: 

Q — to the group of intact animals; (*) — to the control group (CP + normal saline); 

(®) — to the group of animals treated with GSH. 
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Table 6. Effect of GSSG in combination with 0.1% inosine on IL-2 and GM-CSF 
production by splenocytes, bone marrow and blood cellular indices, and immune 
response to SRBC in cyclophosphamide treated mice. (M±m) 



Parameter 


n 


Intact 
animals 


Cyclophosphamide-treated animals 


Normal 
saline 


Normal 
saline 


GSH 


GSSG 


GSSG 
+ 0,1% 
inosine 


IL-2 production by 
splenocytes, (U/mL) 


10 


34,4+4,2 


9,2+1,9* 


15,3+2,7* 


29,8+3,158* 
e 


39,7+4,8*® 


GM-CSF production by 
splenocytes, 
(colonies /10 s cells) 


10 


168,0+14.9 


25,5+4.2* 


63,4±7.8* 


143+15.06* 
« 


196,3+16,6* 
e 


Blood leukocyte count, 
10 B /L 


10 


123+14 


5,03+0,85* 


6,3+0,05* 


9,5+1,01*® 


10,1 + 1.36* 


Blood lymphocyte 
count, 10 9 /L 


10 


8,2+0,09 


2,8+0,67* 


4,6±0,78* 


6,7+0,81* 


7,18+0,74* 


Bone marrow nucleated 
cell number, 10 6 /L 


10 


61,3±8.05 


19,7+2,9* 


36,4+4.5* 


48,99+5,14* 
a 


69,4+17,7* 


SRBC agglutinin titer 
(Ioq 2 ) 


5 


6,03+0,71 


1,05+0,28* 


1 .62+0,27 

• 


4,08+0,58** 


5.13+053** 



Differences are statistically significant (p < 0.05) as compared: 

Q — to the group of intact animals; (*) — to the control group (CP + normal saline); 

(®) — to the group of animals treated with GSH. 
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Table 7. Effect of GSSG in combination with 0.1% cystamine on IL-2 and GM-CSF 
production by splenocytes, bon marrow and blood cellular indices, and immune 
response to SRBC in cyclophosphamide treated mice. (M±m) 



Parameter 


n 


Intact 
animals 


Cyclophosphamide-treated animals 


Normal 
saline 


Normal 
saline 


GSH 


GSSG 


GSSG 
+0.1% 
cystamine 


IL-2 production by 
splenocytes, (U/mL) 


10 


43,5+4,01 


14,0+2,7* 


20,3+2,6* 


30,9±3,03*® 


38,8+4,53*® 


GM-CSF production by 
spi&nucyics, 
(colonies /10 s cells) 


10 


190,5±18,4 


42,0+5,7* 


66,7±7,8* 


137,0+13,09 
#e 


183,7+17,8* 
© 


Blood leukocyte count, 
10 9 /L 


10 


12,3+1,28 


4,95+0,88* 


6,2+1,06* 


7,8+0,84*® 


10,5+1,56* 


Blood lymphocyte 
count, 10 B /L 


10 


8,2+0.72 


3,6+0,63* 


5,31+0,7 
7* 


7,2±0,96* 


7,8+0,84* 


Bone marrow nucleated 
cell number, 10 6 /L 


10 


61,3+5,9 


28,5±4,2* 


36,4+4,5* 


48,9±5,14*® 


56,7±4,91*® 


SRBC agglutinin titer 
(iog 2 ) 


5 


6,03±O,60 


1,78±0,36* 


2,09+0,37 

* 


4,08±0,57** 


4,29+0,41** 



Differences are statistically significant (p < 0.05) as compared: 

(*) — to the group of intact animals; (*) — to the control group (CP + normal saline); 

(*) — to the group of animals treated with GSH. 
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Table 8. Effect of the test articles on IL-2 and GM-CSF production by splenocytes, 
bone marrow, spleen and blood cellular indices, and bone marrow and spleen 
hematopoietic colony formation capability in irradiated mice. (M±m) 



Parameter 


n 


Sham- 
irradiated 
animals 


Irradiated animals 






Normal 
saline 


Normal 
saline 


GSH 


GSSG 


GSSGO 
+ H 2 O z 


IL-2 production 
by splenocytes, 
(U/mL) 


12 


41.214.4 


5.0+0.5* 


8.611.3* 


25.114.9*" 
@ 


37.113.4*® 


GM-CSF 
production by 
splenocytes, 
(colonies /10 5 
cells) 


12 


120.2±12. 
4 


20.7+8.6* 


31.8+3.9* 


93.1111.5* 
@ 


106.415.2* 
e 


Blood 
leukocyte 
count, 10 9 /L 


12 


12.7H.3 


3.410.9* 


4.810.8* 


8.7+1.3**® 


10.712.0*® 


Blood 

lymphocyte 
count, 10 9 /L 


12 


7.9±0.7 


2.2+1.3* 


3.410.6* 


5.9+0.8*® 


6.910.8*® 


Spleen 
nucleated cell 
number, 10 7 /L 


12 


9.8±1.5 


4.8±1.3* 


4.311.5* 


7.7+1.2*® 


8.212.0*® 


Bone marrow 
nucleated cell 
number, 10 6 /L 


12 


45.1±3.2 


14.0+1.0* 


17.2+3.5* 


33.315.2** 
@ 


37.014.0*® 


Bone marrow 
CFU 


12 


59.4±3.2 


11.6±2.2* 


22.1+3.6* 


44.313.9** 
© 


49.313.9*® 


Spleen CFU 


12 


93.2±4.1 


40.015.4* 


56.3+6.8* 


88.316.8*® 


87.614.7*® 



Differences are statistically significant (p < 0.05) as compared: 

Q — to the group of intact animals; (*) — to the control group (CP + normal saline); 

(®) — to the group of animals treated with GSH. 
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Table 9. Effect of GSSG in combination with 0.1 % cystamine on IL-2 and 
GM-CSF production by spienocytes, bone marrow, spleen and blood cellular 
indices, and bone marrow and spleen hematopoietic colony formation capability in 

irradiated mice. (M±m) 



Parameter 


n 


Sham- 
irradiated 

animals 

Oil III 1 IG 1 0 


Irradiated animals 


Normal 


iNormai 
saline 


new 


oooo 


cystamine 


IL-2 production by 

cnlanArutoc ( I l/ml \ 

spienocyies, lu/fnuj 


12 


45.4+4,2 


5,6±0,71* 


9,3±1,44* 


29.3+3,18**® 


40,1+4,10*® 


n reduction bv 
splenocytes, 
(colonies nu ceus; 


12 


132+11,8 


28,6+4,5* 


34,3+3,99* 


103+11,6*® 


113+9,07* 


Blood leukocyte count, 
10 9 /L 


12 


13,3+1,08 


3,1+0,9* 


5,7+0,9* 


9,3+4,5**® 


11,2±1.83* 


Blood lymphocyte 
count 10 fi /L 


12 


8,6+0,74 


3,38+0,61* 


4,6+0,70* 


6,79+0,82*® 


7,12+0,899*® 


Spleen nucleated cell 
number, 10 7 /L 


12 


10,5+0,97 


5,8+0,9* 


6,93+0.85* 


8,9+1,07*® 


10,7+1,13* 


Bone marrow nucleated 
cell number, 10 6 /L 


12 


48,3+3,8 


15,1+1,69* 


24,7±3,0* 


39,5+4,17**® 


51,0+4,81* 


Bone marrow CFU 


12 


61,3+5,2 


16,0+2,5* 


25,6+3,99* 


50,3+5,14**® 


55,7+5,31* 


Spleen CFU 


12 


104+9,2 


43,5+5,8* 


66,3+7,07* 


94,0+8,81*® 


107+11,7*® 



Differences are statistically significant (p < 0.05) as compared: 

Q — to the group of intact animals; ( # ) — to the control group (CP + normal saline); 

(®) — to the group of animals treated with GSH. 
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Table 10. Effect of GSSG in combination with 0.1% inosine on IL-2 and GM-CSF 
production by splenocytes, bone marrow, spleen and blood cellular indices, and 
bone marrow and spleen hematopoietic colony formation capability in irradiated 

mice. (M±m) 



Parameter 


n 


Sham- 
irradiated 
animals 


Irradiated animals 


Normal 
saline 


Normal 
saline 


GSH 


GSSG 


GSSG+0.1% 
inosine 


IL-2 production by 
splenocytes, (U/mL) 


12 


45,1+4,3 


4,6+0,53* 


9,9±1,08* 


26.9±3,4**® 


44,3+4,71*® 


GM-CSF production by 
splenocytes, 
(colonies /10 s cells) 


12 


132+11,9 


21,8+3,7* 


35.9±4,15* 


116±11,7*® 


163+22,1*® 


Blood leukocyte count, 
10 8 /L 


12 


12,0+1,4 


3,04+0,81* 


4,95+0,62* 


7,93+0,96**® 


10,9+2,04*® 


Blood lymphocyte 
count, 10 B /L 


12 


8,15+0,76 


1,94+0,51* 


4,0+0,58* 


6,7+0,83*® 


7,8+0,86*® 


Spleen nucleated cell 
number, 10 7 /L 


12 


9,91 + 1,3 


3,5+0,66* 


5,5+0,70* 


9,0+1,13*® 


10,2+1,5*® 


Bone marrow nucleated 
cell number, 10 6 /L 


12 


47,3+3,18 


13,0+1,8* 


22,5+3,08* 


39,9+4,5**® 


51.7±4,98* 


Bone marrow CFU 


12 


56,2 ±4,4 


9,7+1,3* 


25,3+3,7* 


48,9±5,13**® 


69,0+7,03* 


Spleen CFU 


12 


154+9,45 


35,0+5,14* 


59,8+6,18* 


99,3+10.11*® 


167,0+17,3*® 



Differences are statistically significant (p < 0.05) as compared: 

Q — to the group of intact animals; (*) — to the control group (CP + normal saline); 

(®) — to the group of animals treated with GSH. 
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Tabie 11. Effect of the test articles on number of normal lymphocytes per well (x10 4 
cells) throughout the 96-hr incubation. (M±m) 



t esi amcies {solutions/ 


OA. hoi ire 


Aft Y\f\\ ire 


79 hours 


96 hours 


f^QQf^ in normal calinp 


97 + 9 




176 + 12 


386 + 18* 


GSSG + 0 t 003% H 2 0 2 


25 ± 4 


108 ± 8* 


231 ±14* 


419±21* 


GSSG + 0.1% inosine 


28 ±3 


107 + 5* 


212 ± 16* 


306 ± 12* 


GSSG +0. 1 % cystamine 


26 ±3 


93 ± 5* 


186 ± 10* 


263 ± 14* 


0,003 % H 2 0 2 


28 ±2 


73 ±5 


123 ±8 


206 ±8 


0.1% inosine 


26 ±4 


78 ±7 


141 ± 12 


216 ± 16 


0.1% cystamine 


30 ±2 


72 ±4 


122 ±9 


196 ± 11 


10% fetal calf serum 


29 ±4 


74 ±7 


133 ±18 


263 ± 13 



* Differences are statistically significant (p < 0.05) as compared to 10% fetal calf 
serum. 

Table 12. Effect of the test articles on number of HL-60 cells per well (x10 4 cells) 
throughout the 96-hr incubation. (M±m) 



Test articles (solutions) 


24 hours 


48 hours 


72 hours 


96 hours 


GSSG in normal saline 


102 ±4 


156 ±6* 


386 ±21* 


390 ± 11* 


GSSG + 0,003% HjOj 


96 ±6* 


132 ±4* 


286 ± 18* 


306 ± 18* 


GSSG + 0.1% inosine 


49 ±3* 


76 ±6* 


138± 11* 


165 ± 9* 


GSSG +0.1% cystamine 


68 ±8* 


102 ± 11* 


242 ± 19* 


256 ± 14* 


0,003 % H 2 0 2 


122 ±6 


186 ± 12 


488 ± 24 


712 ±22 


0.1% inosine 


96 ±8* 


152 ±8* 


312±21* 


527 ± 18* 


0. 1 % cystamine 


112 ± 10 


182 ±9 


465 ± 1 1 


618 ± 19 


1 0% fetal calf serum 


119± 7 


181 ± 13 


471 ± 7 


752 ± 16 



* Differences are statistically significant (p < 0.05) as compared to 10% fetal calf 
serum. 
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Table 15. Effect of the test articles on number of REF c lis (x10 3 cells) throughout the 72-hr 

incubation (M ± m). 





\j liviui s 


74 hrtiirt 


4R hotirQ 




Li-GSSG in normal saline 


860 ± 25 


1496 + 42 


2606 146 


5180+ 124 


Li-GSSG + 0,003% H202 


830 ± 17 


1326134 


2695 1 72 


53601 186 


Li-GSSG + 0, 1 % inosine 


826112 


1340+64 


2641177 


50631134 


Li-GSSG + 0, 1% cystamine 


831+24 


1329+41 


2831+53 


53021221 


Li-GSSG+7%DMSO 


800+22 


1463+26 


2820148 


52061210 


S-thioethylamine-GSSG in normal saline 


789+21 


1422+14 


2602+43 


51121168 


S-thioethylamme-GSSG + 0,003% H202 


782114 


1426124 


2645132 


51601134 


S-thioethylamine-GSSG + 0,1 % inosine 


824122 


1398117 


2684128 


52101156 


S-thioethylamine-GSSG + 0,1% cystamine 
S-thioethylamine-GSSG +7%DMSO 


841118 


1386114 


2478131 


5089+123 


821113 


1462+15 


2671132 


5121+68 


0,003% H202 










0,1 % inosine 


822111 


1365114 


2598163 


5059134 


0, 1 % cystamine 


811110 


1426+24 


2642+25 


5034+128 


7% DMSO 


822114 


1523111 


2486+34 


5048+126 


10% fetal calf serum 


801+12 


1420+17 


2651+36 


5298+39 




824121 


1486+46 


26451128 


5125+246 



Table 16. Effect of the test articles on number of clones of e-ras cells throughout the 72-hr 

incubation (M 1 m). 



Tests article (solution) 


0 hours 


24 hours 


48 hours 


72 hours 


Li-GSSG in normal saline 


260 + 25 


196 1 22 


146 + 16 


108 1 12 


Li-GSSG + 0,003% H202 


250 1 17 


186 1 14 


125 + 12 


106 1 16 


Li-GSSG + 0,1 % inosine 


248+1 1 


201111 


134112 


98+14 


Li-GSSG + 0,1% cystamine 
Li-GSSG+7%DMSO 


254115 
261112 


182110 
18418 


121114 
102116 


102111 
76+8 


S-thioethylamine-GSSG in normal saline 
S-thioethyiamine-GSSG + 0,003% H202 
S-thioethylamine-GSSG + 0,1 % inosine 
S-thioethylamine-GSSG + 0,1% cystamine 
S-thioethyiamine-GSSG +7%DMSO 


286114 
271116 
292113 
288+11 
278+14 


202114 
208112 
212114 
210112 
22118 


156+10 

152111 

151114 

14618 

132110 


112+12 

121110 

118114 

12418 

10218 


0,003% H202 
0, J % inosine 
0,1% cystamine 
7% DMSO 


28814 

292+11 

27614 


28614 
290+8 
28114 


26413 
26918 
27116 


23416 
24318 
258+3 


10% fetal calf serum 


268111 


27112 


26818 


243+6 




27218 


275+3 


25814 


232+4 
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Table 17. Effect of the test articles on number of REF c Ils(x10 3 c lis) throughout the 72-hr 

incubation (M ± rn) after UV-irradiation. 



Tests article (solution) 


0 hours 


24 hours 


48 hours 


72 hours 


Li-GSSG in normal saline 


860 ± 25 


496 ± 42 


260 ±46 


190124 


Li-GSSG + 0,003% H202 


830 ± 17 


326 ± 34 


269 ± 22 


1931 18 


Li-GSSG + 0, l % inosine 


826±12 


340±64 


241±17 


163113 


Li-GSSG + 0 T l% cystamine 


1 +94 

OJ 1X^4 




28l±33 


192121 


Li-GSSG+7%DMSO 


800+22 


463±26 


282±18 


186110 


S-thioethyiamine-GSSG in normal saline 
S-thioethylamine-GSSG + 0,003% H202 
S-thioethylamine-GSSG + 0,1 % inosine 
S-thioethylamine-GSSG + 0, 1% cystamine 
S-thioethylamme-GSSG +7%DMSO 


789±2l 
782±14 
824±22 
841+18 
821±13 


422114 
426±24 
398±17 
386±14 
462±15 


260±23 
245±22 
264±22 
248±1 1 
271±22 


212116 

2160134 

210116 

189123 

212116 


0,003% H202 
0, 1 % inosine 
0,1% cystamine 
7% DMSO 


822±11 
811±10 


365±14 
426+24 


258±33 
262±22 


159124 
234128 


822±14 
801±12 


523+11 
420±I7 


246±34 
251±36 


208126 
208139 


10% fetal calf serum 


824±21 


486±46 


265±28 


195146 



Table 18. Effect of the test articles on number of clones of e-ras cells throughout the 72-hr 

incubation (M l m) after UV-irradiation. 



Tests article (solution) 


0 hours 


24 hours 


48 hours 


72 hours 


Li-GSSG in normal saline 


261 120 


166 1 12 


116 ±6 


78 14 


Li-GSSG + 0,003% H202 


250 1 12 


146 1 14 


115 ±5 


76 16 


Li-GSSG + 0, 1 % inosine 


24811 1 


141111 


12418 


6814 


Li-GSSG + 0,1% cystamine 
Li-GSSG+7%DMSO 


254115 
261112 


142+10 
124+8 


10114 
8616 


70111 
5618 


S-thioethylamine-GSSG in normal saline 
S-thioethyiamine-GSSG + 0,003% H202 
S-thioethylamine-GSSG + 0,1 % inosine 
S-thioethylamine-GSSG + 0, 1% cystamine 
S-thioethylanune-GSSG +7%DMSO 


286114 
271116 
292113 
288111 
278134 


182114 

168112 

16217 

15218 

13418 


11618 
10217 
11114 
11618 
82110 


8214 

71110 

7614 

7218 

5016 


0,003% H202 
0, 1 % inosine 
0,1% cystamine 
7% DMSO 
10% fetal calf serum 


28814 
29211 1 


18614 
19018 


12413 
12918 


8416 
9318 


27614 
26811 1 
27218 


18114 
171+2 
17513 


11116 
10818 
125+4 


10813 
10316 
9314 
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Table 19. Effect of the test articles on the accumulation of ascitic fluid and the mean survival 
time of mice inoculated with leukemia L1210 cells ( M±m) 



Group of animals 


The number of 


Accumulation of 


iviean survivaj lime 




injection 


ascitic fluid 








(weight gain.%) 




Control animais 


n 

V 


0 7 + 01 


9 02+0 1 Q 




3 


7,14 ±0,9 






7 


23,4 ±2,0 




Intact animals 


0 


0,2 ±0,1 


35+0 




3 


1,12±0,3 






7 

f 


4,6 ±1,2 




S-thioethylarnine-GSSG + normal 


0 


0,77 ±0,2 


19,2±0.8 


saline 


3 


3,1 ±0,4 




7 


9,2±1,2 




S-thioethylamine-GSSG +0,003% 


0 


0,56±0,2 


I9.8±0,6 


H 2 (J 2 


3 


2,9±0,4 




7 


8,6±1,4 




S-thioethylamine-GSSG +0,1% 


0 


0,42±0,3 


2l,2±0,8 


inosine 


3 


2,2±0,6 




7 


7,8±M 




S-thioethylamine-GSSG +0,1% 


0 


0,51±0,1 


19,8±1,8 




3 


3,4±0,4 




cystamine 


7 


8,6±2J 




S-thioethylamine-GSSG +7% DMSO 


0 


0,42±0,3 


22,2±1,2 




3 


2.8±1.0 






7 


6,6±2,1 




Li salt of GSSG + normal saline 


0 


1,27 ±0,2 


I2,2±0,I 




3 


4,1±0,4 






/ 


12,2±1.2 




Li salt of GSSG +0,003% H 2 0 2 


0 


K56±0,2 


14,8±0,6 




3 


4,9±0,4 






7 


J0,6±l,7 




Li salt or GSSG +0, 1 % inosine 


0 


l,42±0,3 


12,2±1,2 




3 


4,2±0,6 






7 


9,8±1,0 




Li sarc or jvj ^ u, i /o cysxamine 


A 
U 


1 4T 1 _l_A 1 

1 ,5 1±0, 1 


J 3,0±I,D 




3 


3,4±0,4 






7 


10,6±1,7 




Li salt of GSSG +7% DMSO 


0 


2,42±0,3 


15.2±K4 




3 


5 t 8±l,0 






7 


12,6±1,7 




0,003% H 2 0 2 


0 


0,77 ± 0.2 


9,2±0,8 




3 


6, 1 ±0,4 






7 


19,2±2,2 




0.1% inosine 


0 


0,56±0,2 


9,8+0,6 




3 


7.9±0.4 
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7 


26,6±2.4 




0.1% cystamine 


0 


0,42±0,3 


10.2+O.8 




3 


8,2+0.6 






7 


24,8±2J 




7% DMSO 


0 


0,51 ±0,1 


10.8±1,8 




3 


6,4±1,4 






7 


23,6±2,6 





Table 20. Effect of the test articles on the accumulation of ascitic fluid and the mean survival 
time of mice inoculated with Erlich adenocarcinoma cells ( M±m) 



Group of animals 


The number of 
injection 


Accumulation of 
ascitic fluid (weight 
gain,%) 


Mean survival time 


Control animals 


n 
U 

3 
7 


9,2 ± 1,2 
28,4 ±1,6 


9,6 ±0,3 


Intact animals 


0 

3 

1 


0,2 ±0,1 
2,2±0,3 
5,1 ±1,2 


35±0 


S-thioethylamine- 


0 


0,8 ±0,1 


16,2±1,2 


GSSG + normal saline 


3 
7 


3,2±0,6 
10,2±2,2 




S-thioethylamine- 


0 


0,6±0,1 


15,2±1,1 


GSSG +0,003% H 2 0 2 


3 
7 


3,9+0,6 
9,2±0,8 




S-thioethylamine- 


0 


0,4±0,2 


17,2±0,9 


GSSG +0,l%inosine 


3 
7 


3,2±0,5 
8,8+1,1 




S-thioethylamine- 


0 


0,5±0,2 


16,8±1,2 


GSSG +0,1% 


3 
7 


3,7±0,3 
9,6±1,7 




cystamine 








S-thioethylamine- 


0 


0,4±0,1 


17,2±1,4 


GSSG +7% DMSO 


3 
7 


4,8+1,1 
8,6±1,4 




Li salt of GSSG + 


0 


1,2 ±0,3 


12,2±0,1 


normal saline 


3 
7 


8,1±0,4 
17,2±1,4 




Li salt of GSSG 


0 


1,5±0,2 


14,8±0,6 


+0,003% H 2 0 2 


3 
7 


6,9±0,6 
15,6±1,6 




Li salt of GSSG 


0 


1,4±0.2 


12,4±l,4 


+0,1% inosine 


3 
7 


9,1±0,5 
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15,2±1,3 




Li sak ofGSSG + 


0 


1,7±0,3 


13,2±1,2 


0, 1 % cystamine 


3 
7 


9,4±0,2 
16 T 6±I,4 




Li salt ofGSSG +7% 


0 


2,4±0,2 


13,2±1,6 


DMSO 


3 
7 


9,8±1,0 
17,6±2,7 




0,003% H 2 0 2 


0 
3 
7 


0,9 ± 0,2 
14,1±0,6 
27,2±1,2 


9,8±0,8 


0,1% inosine 


0 
3 
7 


0,8±0,2 
11,9±0,2 
26,8±2,1 


1 0,1 ±0,6 


0,1% cystamine 


0 
3 
7 


0,6±0,2 
9,2±0,8 
25.8±1,7 


10,2±0,8 


7% DMSO 


0 
3 
7 


0,5±0,2 
ll,4±l,l 
24,6±2,2 


IO,3±l,8 



Table 21. Effect of the test articles on the accumulation of ascitic fluid and the mean survival 
time of mice inoculated with leukemia P388 cells ( M±m) 



Group of animals 


The number of 


Accumulation of 


Mean survival time 




injection 


ascitic fluid (weight 








gain,%) 




Control animals 


0 


0,7 + 0,1 


21,2 ±0.3 




3 


4,14 ±0,9 






7 


18,2 ±1,6 




Intact animals 


0 


0,2 ±0,1 


35±0 




3 


1,2±0,3 






7 


4,8 ±1,2 




S-thioethylamine- 


0 


0,7 ± 0,2 


28,2±0.8 


GSSG + normal saline 


3 


2,1±0,4 






7 


8,2±1,2 




S-lhioethylamine- 


0 


0,6±0,2 


29,8±0.6 


GSSG +0,003% H 3 0 2 


3 


2,9±0,4 






7 


6,6±1,2 




S-thioethylamine- 


0 


0,4±0,3 


31,2±0.8 


GSSG +0, 1 % inosine 


3 


2,6±0,6 




7 


6,8±1,1 




S-thioethylamine- 


0 


0,5±0,1 


29,8±2.8 


GSSG -K),l% 


3 


2,4±0,4 




7 


6.6±2,0 
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cystamine 








S-thioethylamine- 
GSSG +7% DMSO 


0 
3 
7 


0,4±0,1 
2,6+1,0 
6,2±1,4 


22,2±1,2 


Li salt of GSSG + 
normal saline 


0 
3 
7 


I, 2 ±0,2 
4,1±0,4 

II, 2±1,2 


32,2±0,1 


Li salt of GSSG 
+0,003% H 2 0 2 


0 
3 
7 


1,5±0,2 
4,9±0,4 
11,6±1,7 


24,6±0,6 


Li salt of GSSG 
+0,1% inosine 


0 
3 
7 


1,4±0,3 
4,2±0,6 
8,8±1,0 


28,2+1,2 


Li sah of GSSG + 
0,1% cystamine 


0 
3 
7 


I,5±0,l 
3,4±0,4 
10,6+1,7 


26,8±1,6 


Li salt of GSSG +7% 
DMSO 


0 
3 
7 


2,4±0,3 
5,8±1,0 
8,6±1,2 


27,2±1,4 


0,003% H 2 0 2 


0 
3 
7 


0,7 ± 0,2 
4, 1 ±0,4 
19,0±2,1 


21,2+0,8 


0, 1 % inosine 


0 
3 
7 


0,5±0,2 
3,9±0,4 
16,6±2,6 


21,8±0,6 


0,1% cystamine 


0 
3 
7 


0,4±0,3 
5,2±0,6 
18,8±l t l 


20,2±0,8 


7% DMSO 


0 
3 
7 


0,5±0,1 
5,4±1,4 
19,6±1,6 


20,6±1,8 



Table 22. Animal mortality during the experiment 



Animal groups 


Total number 


Died before the 


Died during the 


Total number 




of animals 


first injection of 


treatment with 


of animals died 






the test articles 


the test articles 




•1 


20 








'2 


20 


4 


7 


11 


l 3 


20 


5 




5 


l 4 


20 


3 


1 


4 
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Table 23. Extent of neurological symptoms (score) 



Animal groups 


Number 


Before the 
treatment with 
the test articles 


Number 


During the 
treatment with 
the test articles 


M 


20 




20 




'2 


16 


3.06 


9 


3.22 


•3 


15 


3.00 


15 


2.06 


'4 


17 


3.10 


16 


2.50 



Table 24. Parameters of sensitization of blood lymphocytes of quinea-pigs with EAE to brain 
antigens in RILA (%, before/after the treatment with the test articles) 



Antigen 


Animal 


groups 






•1 


'2 


«3 


'4 


Myelin Basic 




64.20 


68.40 


70.22 


Protein 




78.08 


34.86 


42.12 


Neuronal 




50.10 


48,14 


54.76 


membrane 




62.48 


26.10 


38.26 


antigen 











Table 25. Parameters of sensitization of blood lymphocytes of quinea-pigs with EAE to brain 
antigens in RILM (migration index, before/after the treatment with the test articles) 



Antigen 


Animal groups 


1 1 


'2 




'4 


Myelin Basic 


1.1 1 (±0.08) 


0.52 (±0.10) 


0 46 i±0.08) 


0.54 (±0.12) 


Protein 




0.38 (±0.09) 


0.88 (±0.11) 


0.74 (±0.06) 


Neuronal 


1.20 (±0.14) 


0.68(±0.06) 


0 60 (±0.04) 


0.58 (±0.06) 


membrane 
antigen 




0.42 (±0.12) 


0.92 (±0.06) 


0.82 (±0.10) 
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Table 26. Effect of GSSG administered intravenously on cytokine and erythropoietin serum levels in 



Patients 


Number 
of 


Serum level, pg/mL 




injections 


IL-ip 


IL-6 


TNFa 


INFa 


erythropoieti 

n 


Pulmonary 


0 


18.3 


138.0 


57.2 


83.3 


143.0 


adenocarcinoma with 


3 


96.7 


156.0 


280.0 


395.6 


605.0 


pleural metastases 


7 


104.6 


150.0 


315.0 


378.0 


548.0 


Stomach 
adenocarcinoma 


0 


12.0 


93.5 


27.0 


46 


21.6 


with liver metastases 


3 


28.1 


228.0 


215.0 


33.6 


53.5 




7 


31.7 


204.0 


147.0 


34.0 


47.1 


Suprarenal corticocytoma 


0 


8.4 


61.9 


39.8 


41.3 


8.3 


with liver, pulmonary and 


3 


12.9 


105.0 


113.0 


56.0 


32.4 


peritoneal metastases 


7 


17.3 


167.0 


103.9 


61.5 


28.6 



Table 27. Effect of GSSG on blood indices, cytokine and erythropoietin serum levels, and 
immunological parameters in patient with colorectal cancer and chemotherapy induced 

hemodepression 



Parameter 


Prior to the treatment 


After the treatment 
completion 


Erythrocytes 


2.9x1 0 12 /L 


4.1x10 12 /L 


Hemoglobin 


79 g/L 


108 g/L 


Leukocytes 


3.6x1 0 9 /L 


5.4x10 9 /L 


Lymphocytes 


0.67x1 0 9 /L 


1.57x10 9 /L 


Platelets 


92x10 9 /L 


208x1 0 9 /L 


ESR 


44 mm/hr 


19 mm/hr 


CD4 + 


204x1 0 6 /L 


609x1 0 6 /L 


CD8* 


255 x10 6 /L 


661x10 6 /L 


NK-cells 


39 x10 6 /L 


109 x10 6 /L 


IL-1p 


203 pg/mL 


815 pg/mL 


IL-6 


318 pg/mL 


1014 pg/mL 


TNFa 


1 17 pg/mL 


937 pg/mL 


IFNy 


84 pg/mL 


506 pg/mL 


Erythropoietin 


162 pg/mL 


618 pg/mL 
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Table 28. Effect of GSSG on blood indices, cytokine and erythropoietin serum levels, and 
immunological parameters in patient with AIDS and cryptococcal meningitis 



Parameter 


Pre-treatment 


Post-treatment 


Erythrocytes 


3.1 x 10 12 /L; 


3.9 x 10 12 /L; 


Hemoglobin 


84 g/L; 


126 g/L; 


Leukocytes 


6.3 x10 B /L; 


5.1 x10 9 /L; 


Lymphocytes 


0.8 x 10 9 /L; 


1.45 x 10 9 /L; 


CD4* 


55 x 10 6 /L; 


338.3 x 10 6 /L; 


CD8* 


135 x 10 6 /L; 


883 x 10 6 /L; 


IL-ip 


18.9 pg/mL; 


123.4 pg/mL; 


IL-2 


0.32 lU/mL 


3.7 lU/mL 


IL-6 


16.0 pg/mL; 


272.0 pg/mL; 


IL-10 


45.0 pg/mL; 


608.0 pg/mL; 


IFNa 


27.0 pg/mL. 


314.0 pg/mL. 


IFNy 


1 5.7 pg/mL 


349.8 pg/mL 



Table 29. Effect of GSSG on blood indices, cytokine and erythropoietin serum levels, and 
immunological parameters in patient with AIDS and isosporiasis 



Parameter 


Pre-treatment 


Post-treatment 


Erythrocytes 


4.04 x 10 12 /L 


4.75 x 10 12 /L 


Hemoglobin 


108 g/L 


129 g/L 


Leukocytes 


5.4 x 10 9 /L 


6.0 x 10 8 /L 


Lymphocytes 


0.9 x 10 fl /L 


1.8 x 10 9 /L 


CD4* 


125 x 10 6 /L 


436.5 x 10 6 /L 


CD8* 


270 x 10 B /L 


949.3 x 10 e /L 


Total protein 


46 g/L 


78 g/L 


IL-ip 


27.8 pg/mL 


202.4 pg/mL 


IL-2 


0.51 lU/ml 


12.9 lU/ml 


IL-6 


13.5 pg/mL 


348.0 pg/mL 


IL-10 


62.0 pg/mL 


956.0 pg/mL 


IFNa 


148.3 pg/mL 


860.0 pg/mL 


IFNg 


61.2pg/mL 


698.8 pg/mL 



WO 97/21444 



30/43 



PCT7RU96/00340 



Table 30. Effect of GSSG on blood indices, erythropoietin serum level in patient with 
hypoplastic anemia and pancytopenia 



Parameter 


Pre-treatment 


Post-treatment 


Ervthrocvtes 


1 8 x10 12 /L 


4 3 x10 12 /L 


Hemoglobin 


43 g/L 


119 g/L 


Color index 


0.72 


0.83 


Reticulocytes 


0.22 % 


2.85 % 


Leukocytes 


4.2 x10 9 /L 


7.2 x10 8 /L 


Lymphocytes 


1.6 x10 9 /L 


3.1 x10 8 /L 


Platelets 


72 x 10 9 /L 


219 x 10 9 /L 


ESR 


46 mm/hr 


15 mm/hr 


Erythropoietin 


9.2 pg/mL 


201.7 pg/mL 



Table 31. Effect of Glutamed MF-R-30 on blood and immunology indices and cytokine lev Is 
in patient with stomach cancer, peritoneal metastases, ascites and splenomegly. 



Parameter 


Prior to the 
treatment 


2 months after 
the treatment 
beginning 


4 months 
after the 
treatment 
beginning 


Erythrocytes, 10 12 /L 


3,2 


3,7 


4,4 


Hemoglobin, g/L 


112 


121 


135 


Platelets, 10 9 /L 


205 


195 


275 


Leukocytes, 10 9 /L 


12,4 


8.9 


8,1 


Neutrophils (stab),% 


12 


8 


2 


Neutrophils (segm ), % 


54 


44 


47 


Lymphocytes, % 


21 


36 


41 


Monocytes, % 


8 


7 


9 


Eosinophils, % 


5 


4 


1 


ESR, mm/hr 


54 


15 


8 


Total protein, g/L 


62 


76 


82 


Albumin, % 


26 


45 


47 


a1-globulin, % 


3,0 


7 


11 


a2- globulin, % 


14,0 


12 


7 
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p- globulin. % 


7 


10 


13 


y- globulin, % 


50 


26 


22 


A/G ratio 


0.35 


0.82 


0.9 


Urea, mmol/L 


6.6 


6.1 


7.4 


Creatinin, mmol/L 


0,11 


0.09 


0.82 


Bilirubin, mcmol/L 


40,0 


32.4 


20,1 


Bilirubin conjugated, mcmol/L 


31,0 


21.4 




Prothrombin index, % 


75 


79 


95 


Glucose, mmol/L 


5,9 


5.3 


4.2 


SGOT, mmol/hr/L 


4.4 


1.21 


0,21 


SGPT. mmol/hr/L 


3,8 


1.21 


0,17 


Lymphocytes, 10 6 /L 


260,4 


3204 


3321 


B-lymphocytes (CD20 + )10 6 /L 


26 


192 


368 


CD4*-lymphocytes, 10 6 /L 


132.8 


574 


1024 


CD8 + -lymphocytes, 10 6 /L 


13 


374 


908 


CD4*/CD8* 


10.2 


1.5 


1.1 


IL2-receptor bearing cells (CD25*). 10 6 /L 


26.8 


498 


2009 


H LA 1 1 -receptor bearing cells, 10 6 /L 


13 


258 


754 


NK-cells (CD16+). 10 e /L 


26 


324 


576 


IgA, g/L 


3.2 


2.38 


2.38 


IgM, g/L 


3.6 


0.58 


1.42 


IgG, g/L 


21.82 


14.34 


12.2 


Immune Complexes, OD units 


337 


216 


117 


IL-1p, pg./mL 


92 


727 


813 


IL-2, lU/mL 


4.05 


41.0 


47.3 


IL-6, pg./mL 


118 


806 


551 


IFNa, pg./mL 


70.8 


672 


604 


IFNy,pg./mL 


105 


624 


519 


TNF. pg./mL 


183 


707 


980 



□ 
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Table 32. Effect of GSSG on blood and immunology indices and cytokine levels in patient with 
skin cancer (Merkel's cell carcinoma), local lymph nod metastases and ch motherapy- 

induced hemo- and immunodepression. 



Parameter 


Prior to the treatment 


3 months after the 
treatment beginning 


Erythrocytes, 10 12 /L 


3,9 


4,1 


Hemoglobin, g/L 


112 


114 


Platelets, 10 fl /L 


210 


262 


Leukocytes, 10 9 /L 


2.4 


7.2 


Neutrophils (stab),% 


6 


8 


Neutrophils (segm.), % 


79 


60 


Lymphocytes, % 


8 


24 


Monocytes, % 


4 


7 


Eosinophils, % 


3 


1 


ESR, mm/hr 


43 


13 


Total protein, g/L 


61 


78 


a1-globulin, % 


9.20 


2.3 


a2- globulin, % 


12.32 


8.2 


p- globulin, % 


13.08 


14.0 


y- globulin, % 


21.69 


18.8 


A/G ratio 


0.78 


0.94 


Urea, mmol/L 


8.54 


4.3 


Creatinin, mmol/L 


0.123 


0.095 


Bilirubin, mcmol/L 


4.6 


4.1 


Prothrombin index, % 


82 


100 


Glucose, mmol/L 


5.5 


4.3 


ouu i , mmoi/nr/L 


0.48 


0.32 


SGPT, mmol/hr/L 


0.43 


0.21 


Lymphocytes, 10 6 /L 


192 


1728 


B-lymphocytes (CD20*)10 6 /L 


60 


234 


CD4*-lymphocytes, 10 e /L 


84 


604 


CD8*-lymphocytes, 10 e /L 


13 


329 


CD4*/CD8* 


6.5 


1.8 


IL2-receptor bearing cells (CD25*), 10 6 /L 


64 


881 
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HLA1 1-receptor bearing cells, 10 6 /L 


36 


498 


NK-cells (CD16+), 10 6 /L 


24 


624 


IgA. g/L 


4.9 


5.2 


IgM, g/L 


0.99 


1.24 


IgG, g/L 


24.3 


15.6 


Immune Complexes, OD units 


264 


111 


IL-1p, pg./ml_ 


156 


637 


IL-2, lU/mL 


1.12 


36.5 


IL-6, pg./mL 


244 


1029 


IFNa, pg./mL 


79 


513 


IFNy.pg./mL 


5B 


234 


TNF, pg./mL 


202 


855 



Table 33. Changes in hematological, immunological, serological and biochemical param ters 
during 24 days after beginning the treatment with the use of GSSG series preparations 



Parameter 


Prior to the 
treatment 


24 days after the treatm nt 
beginning 


Hematology/lmmunology 


Erythrocytes 


3.65 x 10 12 /L 


x 10 12 /L 


Hemoglobin 


96 g/L 


128 g/L 


Leukocytes 


12.6 x 10 9 /L 


7.8 x 10*/L 


Lymphocytes 


1.1 x 10 9 /L 


2.9 x 10 9 /L 


Platelets 


180 x 10 9 /L 


240 x 10 9 /L 


ESR 


28 mm/hour 


12 mm/hour 


CD3 + 


711 x 10 6 /L 


1319 x 10 6 /L 


CD4* 


410 x 10 6 /L 


655 x 10 6 /L 


CD8* 


305 x 10 S /L 


662 x 10 6 /L 


Circulate Immune Complexes 


142 units 


108 units 


IFNa 


368.0 pg/mL 


906.0 pg/mL 


IFNy 


102.0 pg/mL 


608.0 pg/mL 


IL-6 


245.9 pg/mL 


653.0 pg/mL 


Serology 


Hbs Ag 


+ 




Hbe Ag 


+ 




IgM Anti Hbs 


+ 


+ 
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+ 


Anti Hbs Ag 




+ 


Blood Chemistry 


Bilirubin 






-total 


180 pmol/L 


28.5 nmol/L 


-direct reacting 


31 Kimol/L 


6.1 nmol/L 


ALT 


910 U/L 


90.8 U/L 


AST 


206 U/L 


22 U/L 


Alkaline phosphatase 


1316 U/L 


206 U/L 


Serum cholinesterase 


24 ^imol/L 


268 jimol/L 


y-Glutamyl transpeptidase 


205 IE/L 


39 IE/L 


Prothrombin Index of p 


38% 


87% 


Acid-base balance 


metabolic 
alkalosis 


normal 



Table 34. Changes in hematological, immunological, serological and biochemical parameters 
after the 1 at and 2 nd courses of the treatment with the use of GSSG series preparations 



Parameter 


Prior to the 
treatment 


After the 1" 
course of the 
treatment 


After the 2 nd 
course of th 
treatment 


Hematology 


Erythrocytes 10"/L 


3,79 


4,3 


4,85 


Hemoglobin g/L 


128 


126 


133 


Leukocytes 10 9 /L 


3,6 


3,9 


5,6 


Lymphocytes 10 9 /L 


900 


1600 


2900 


Platelets 10"/L 


140 


156 


220 


ESR mm/hour 


23 


18 


11 


Immunology 


A-lymphocytes (ND20*)10 e /L 


270 


302 


389 


ND4*10 6 /L 


374 


407 


936 


ND8 + 10*/L 


204 


612 


727 


CD25*10°/L 


228 


246 


680 


Circulating Immune Complexes 


190 


170 


106 


IgA, g/L 


5,6 


5,2 


1,2 


IgM, g/L 


6,9 


6,0 


4,8 
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igG, g/L 


29.0 


18.9 


3,4 


IFNa pg/mL 


304,6 


200,8 


128,6 


IFNy pg/mL 


215,2 


110,0 


78,1 


IL-1p, pg/mL 


405,5 


198,0 


158,9 


IL-6, pg/mL 


603,9 


430,6 


190,2 


Serology 


HBs Ag 


+ 


+ 




anti-HBs 




+ 


-f 


anti-HBs-IgM 




+ 


+ 


HBeAg 


+ 






anti-IAe 




+ 


+ 


Blood Chemistry 


Bilirubin 








-total umol/L 


46,0 


28,4 


20,8 


-direct reacting nmol/L 


27,0 


15,7 


6,2 


ALT U/L 


9,1 


4,3 


1.2 


AST U/L 


0.8 


0,7 


0.5 


Alkaline phosphatase U/L 


12,6 


8,2 


7,8 


Y-Glutamyl transpeptidase IE/L 


208 


190 


41 


Total protein g/L 


91 


89 


78 


Albumin, % 


40 


44 


60 


a n - globulin, % 


6.2 


6,4 


5.2 


a 2 - globulin, % 


7.4 


7,5 


9.0 


p- globulin, % 


16,82 


16,2 


12,6 


y- globulin, % 


29.58 


25,9 


13,2 
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Table 35. Variations of hematology and blood chemistry indices 



Parameter 


Prior to the 
treatment 


1 month after the 
treatment 
beginning 


2 months aft r th 
treatment 
beainnina 


Erythrocytes, 10 /L 


3.8 


3,9 


4,0 


Hemoglobin, g/L 


110 


114 


128 


Leukocytes, 10 9 /L 


7,9 


5,4 


5,0 


Stub neutrophils, % 


4 


4 


2 


Segmented neutrophils, % 


75 


57 


38 


Lymphocytes, % 


16 


27 


41 


Monocytes, % 


3 


12 


6 


ESR, mm/hour 


38 


28 


12 


Platelets, 10VL 


168 


225 


244 


RD3*,% 


32,6 


44,8 


72,2 


ND4 + , % 


16,1 


22,8 


50,2 


ND8 + , % 


11,0 


15,4 


16,9 


Active O-lympnocytes (bearing 
receptors to IL-2, CD25*) 


12,9 


OU,Z 




NE-cells <CD16*/ND56 + ), nL' 1 


64 


292 


404 


A-lymphocytes (CD20*), % 


6,4 


10,2 


15,4 


Circulating Immune Complexes, 
units 


385 


212 


102 


Creatinine, mmol/L 


0,06 


0,08 


0,07 


Acid phosphatase, U/L 


324 


218 


164 


Alkaline phosphatase, U/L 


10,4 


8,3 


6,8 


Total bilirubin, mmol/L 


17,8 


8,5 


9,0 


Glucose, mmol/L 


4,8 


4,3 


4,9 
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Tabl 36. Laboratory indices in patient with pancreas cancer throughout th observation period 



Parameter 


Before 
treatment 


After one 
month of 
treatment 


After 3 
months of 
treatment 


After 6 
months of 
treatment 


Normal limits 


Hematology and blood chemistry 


Erythrocytes, lO 1 ^/! 


3,8 


4,0 


4,1 


4,6 


4,0-5,0 


Hemoglobin, g/l 


128 


130 


134 


141 


130,0-160.0 


Platelets, 10 y /l 


216 


226 


234 


268 


180,0-320,0 


Leukocytes, 10 y /l 


9,6 


8,8 


8,3 


6,8 


4,0-9,0 


Neutrophils and rods, % 


10 


4 


3 


3 


1-6 


Segmentonuclear neutrophils, 

% 


70 


59 


50 


54 


47-72 


Lymphocytes, % 


15 


27 


39 


34 


19-37 


Monocytes, % 


4 


6 


6 


7 


3-11 


Eosinophils, % 


6 


4 


2 


2 


0-11 


ESR, mm/h 


64 


30 


19 


15 


2-10 


Total protein, g/l 


74 


72 


69 


71 


65-85 


ALT/mmol/hL 


0,8 


0,4 


0,33 


0.3 


0,1-0.7 


AST/mmol/hL 


0,5 


0,4 


0,21 


0,2 


0.1-0.5 


a-amylase g/hL 


46 


30 


21 


18 


12-32 


LDH MU/I 


1121 


542 


521 


472 


<450 


Immunology 


Lymphocytes 


1440 


2376 


3237 


2312 


1200-3000 


B-lymphocytes (CD20+) 10 6 /1 


272 


348 


554 


392 


200-400 


T-helpers (CD4+), 10^/1 


874 


1114 


1242 


1092 


700-1100 


T-suppressors (CD8+)10 e /l 


222 


384 


1082 


721 


500-900 


CD4+/CD8+ ratio 


3,94 


1,63 


1,15 


1,51 


1,0-1,5 


Circulating immune complexes 


362 


194 


136 


108 


50-100 
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Table 37. Hematology, blood ch mistry and immunology parameters in patient with juvenile 

diabetes mellitus 



Parameter 


Before 
treatment 


After one 
month of 
treatment 


After 2 months of 
treatment 


Erythrocytes, lO^n 


4,1 


4,3 


4,4 


Hemoglobin, g/l 


129 


135 


144 


Platelets, 10WI 


205 


222 


278 


Leukocytes, 10 y /l 


7,8 


6,4 


5,2 


Neutrophils and rods, % 


4 


3 


3 


Segmentonuclear neutrophils, % 


39 


53 


58 


Lymphocytes, % 


51 


39 


34 


Monocytes, % 


4 


3 


4 


Eosinophils,% 


2 


2 


1 


ESR, mm/h 


13 


12 


10 


ALT/mmol/hL 


0,44 


0,38 


0,22 


AST/mmol/hL 


0.3 


0,3 


0,3 


Total protein, g/l 


75 


72 


72 


Bilirubin, total, mcmol/l 


10,8 


9.2 


8,4 


Cholesterol, total, mcmol/l 


7,4 


6,54 


5,8 


Triglycerides, mcmol/l 


4.2 


3,5 


2,1 


Urea, mmol/l 


4.2 


4,0 


3,3 


Creatinine, mmol/l 


0,133 


0.095 


0,088 


B-lymphocytes (CD20+) 10°/l 


478 


395 


388 


T-helpers (CD4+), 10 e /l 


1412 


1014 


874 


T-suppressors (CD8+)10 e /l 


1044 


942 


605 


CD25* 


422 


512 


495 


Circulating immune complexes 


214 


123 


95 
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Table 38. Laboratory parameters in patient with lung cancer throughout the observation period 



Parameter 


Befor 
treatment 


After two 
months of 
treatment 


After 4 
months of 
treatment 


After 
one 
year 


Normal 
limits 


Erythrocytes, 10 1: ^/! 


3,9 


4,4 


4.7 


4,5 


4,0-5,0 


Hemoglobin, g/l 


120 


132 


135 


142 


130,0- 
160,0 


Platelets, 10 y /l 


396 


235 


282 


270 


180,0- 


LeuKOcyies, iu v /i 


O, I 


A 1 




tt -a 


a ruQ n 


rMeuiropnus ana roas, /o 




o 




A 


1-fi 


oegrnenionuciear neuirupniis, /o 


7A 




A"? 


A7 


*TI It 




16 


40 


36 


35 


19-37 


Monocvtes % 

ITlwl l^^wjf rv 


6 


9 


12 


10 


3-11 


Eosinophils, % 


1 


5 


5,5 


4 


0-11 


ESR, mm/h 


34 


21 


12 


9 


2-10 


Total protein, g/l 


61 


78,4 


80,6 


78 


65-85 


Albumin, % 


35,96 


49,0 


61,6 


56 


50-66 


a1-globulins, % 


10,32 


4,0 


2,8 


4,7 


2,5-5,0 


a2-g!obulins, % 


15,24 


12,0 


7,2 


9.2 


6,0-9.5 


p-globulins.% 


15,24 


13,6 


12,8 


12,8 


8.0-13,0 


/-globulins, % 


23,33 


21.4 


15.6 


17,3 


13,0- 
17,0 


A/G ratio 


0,56 


0,84 


1.6 


1.27 


1.0-1,9 


Urea, mmol/1 


9,0 


6,2 


6,3 


5,9 


2,5-8,3 


Creatinine, mmol/1 


1,21 


0,88 


0,89 


0,88 


0,044- 
0.115 


Bilirubin, total, mcmol/l 


19.5 


13,0 


14.0 


5.1 


3,5-20,5 


Prothrombin index, % 


88 


90 


104 


100 


80-105 


Glucose, mmol/1 


7,1 


5,4 


5,3 


4,6 


3,3-6,1 


ALT/mmol/hL 


1,32 


0,21 


0.19 


0,19 


0,1-0,7 


AST/mmol/hL 


1,22 


0.36 


0.15 


0.17 


0.1-0,5 


Lymphocytes 


496 


1640 


1980 


2205 


1200- 
1300 


B-lymphocytes (CD20+) 10 e /l 


101 


232 


392 


372 


200-400 


T-helpers (CD4+), 10 e /l 


321 


824 


1020 


1064 


700- 
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1100 


T-suppressors (CD8+)10 & /1 


74 


484 


654 


608 


500-900 


CD4+/CD8+ ratio 


4.3 


1,7 


1,55 


1,75 


1,0-1,5 


Cells with IL-2 receptors 
(CD25+)/10 6 /l 


202 


472 


682 


605 


208-576 


HLA(11) receptor, 10°/1 


294 


392 


472 


541 


304-720 


NK-cells (CD16+) 10 D /I 


180 


320 


525 


394 


200-400 


IgA, g/l 


3,28 


4,01 


5,1 


4,8 


0.8-5,2 


IgM, g/l 


0,5 


0,71 


1.4 


2.1 


0,6-3,8 


IgG, g/l 


13,8 


15,4 


17,4 


16,5 


D.O-lo.U 


Circulating immune complexes 


335 


221 


112 


62 


50-100 


IL-ip, peg/ml 


19,8 


178,6 


294.8 


132 




TNF a, peg/ml 


34,1 


121 


149 


98 





Table 39. Laboratory parameters in patient with sigmoid cancer throughout the observation 

period 



Parameter 


Before 
treatment 


After one 
week of 
treatment 


After two 
weeks of 
treatment 


After one 
month 


Erythrocytes, W rz /\ 


3,2 


3,8 


3.8 


4,1 


Hemoglobin, g/l 


112 


126 


130 


132 


Platelets, 10 a /l 


200 


220 


274 


248 


Leukocytes, 10 y /l 


24,0 


9.1 


8.2 


7,8 


Neutrophils and rods, % 


13 


6 


6 


5 


Segmentonuclear neutrophils, % 


66 


60 


58 


50 


Lymphocytes, % 


12 


26 


28 


36 


Monocytes,% 


3 


5 


5 


7 


Eosinophils,% 


6 


2 


2 


2 


ESR, mm/h 


62 


18 


15 


12 


ALT/mmol/hL 


0,8 


0,5 


0,3 


0,22 


AST/mmol/hL 


0,5 


0,4 


0,4 


0,18 


IgA, g/l 


3,8 


3.6 


3,5 


3,2 


IgM, g/l 


2,8 


2,5 


3,0 


2,8 


IgG, g/l 


19,8 


16.3 




17,4 


Circulating immune complexes 


162 


134 


94 


96 
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Table 40. Laboratory param ters in patient with pancreas/duodenum cancer throughout th 

observation period 



Parameter 


Before 
treatment 


After two 
weeks of 
treatment 


After one 
months of 
treatment 


After 3 
months of 
treatment 


After six 
months of 
treatment 


Normal limits 


trytnrocytes, nu ,<fc /i 




4 0 


4 3 


4,1 


4 4 


4,0-5,0 


nemogioDin, g/i 


11ft 

1 1 o 


129 


134 


130 


132 


130,0-160,0 


Platelets, iu^/i 


178 


228 


242 


204 


218 


180 0-320 0 


LeuKocytes, iu w /i 




8 2 


5 4 


5 6 


4,8 


4,0-9,0 


Neutropnus ano roas, /o 


in 


<; 


4 


4 


3 


1-6 


Segmentonuclear 
neutrophils,% 




CM 


47 


40 


51 


47-72 


Lymphocytes, % 


8 


32 


39 


45 


36 


19-37 


Monocytes, % 


3 


5 


6 


8 


6 


3-11 


Eosinophils, % 


7 


4 


4 


3 


4 


0-11 


ESR, mm/h 


48 


18 


13 


14 


15 


2-10 


I (JUai piuieii I, y/i 


54 


69 


72 


68 


70 


65-85 


Al T/mmnl/hl 
nL I /nil iiv/i/i il. 


0,8 


0 3 


0.22 


0,28 


0,3 


0,1-0,7 


AST/mmol/hL 


0.4 


0,3 


0,2 


0,22 


0,2 


0,1-0,5 


a-amylase, g/hL 


112 


33 


28 


26 


20 


12-32 


LDH MU/1 


1082 


454 


352 


178 


212 


<450 


Lymphocytes 


992 


2624 


2106 


2520 


1728 


1200-3000 


B-lymphocytes (CD20+) 

i no n 


174 


384 


304 


388 


241 


200-400 


T hAlnare trT\A±\ 10t5/l 

i -neipers \LfU**+;, iu w /i 


O I** 




DM 


926 


834 


700-1100 


t -suppressors 
(CD8+)10 6 /1 




JD*t 




732 


701 


500-900 


CD4+/CD8+ ratio 


5,0 


1,41 


1,19 


1,27 


1,19 


1.0-1,5 


CD25+ 


154 


286 


356 


482 


476 


208-576 


NK-cells (CD16/56+) 


172 


196 


383 


412 


396 


200-400 


IgA, g/l 


3,4 


3,6 


4,8 


4,6 


4.1 


0,8-5,2 


lgM f g/l 


2,1 


2,2 


3,4 


3,0 


2,6 


0,6-3,8 


IgG, g/l 


23,4 


18.4 


17,2 


17,3 


16,8 


6,0-18,0 


Circulating immune 
complexes 


476 


448 


225 


214 


174 


50-100 
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Table 41. Laboratory parameters in patient with severe postoperative complications 



Parameter 


Bef re 
treatment 


After ne 
week of 
treatment 


After one 
month of 
treatment 


Erythrocytes, 10 1iJ /l 


3,6 


4,0 


4,3 


Hemoglobin, g/l 


118 


128 


132 


Platelets, 10 y /l 


200 


212 


248 


Leukocytes, 10 a /l 


30,0 


8.4 


7,6 


Neutrophils and rods, % 


12 


5 


4 


Segmentonuclear neutrophils, % 


55 


55 


51 


Lymphocytes, % 


22 


31 


36 


Monocytes,% 


4 


4 


6 


Eosinophils, % 


7 


5 


2 


ESR, mm/h 


58 


12 


10 


ALT/mmol/hL 


1.1 


0.42 


0,32 


AST/mmol/hL 


0,6 


0,32 


0,28 


Lymphocytes, 10°/l 


6600 


2604 


2736 


B-lymphocytes (CD20+) 10°7l 


682 


319 


324 


T-helpers (CD4+), 10°/l 


2188 


894 


1112 


T-suppressors (CD8+)10°/I 


2245 


824 


879 


CD4+/CD8+ ratio 


0,98 


1,09 


1,27 


IgA, g/l 


4,1 


4,5 


3,8 


IgM, g/l 


1.8 


2.7 


2,4 


IgG, g/l 


19,8 


16,3 


17,5 


Circulating immune complexes 


174 


95 


108 



Table 42 



The number 
of patients 


Total 


23-40 
years 


Over 40 


Severe 


Moderate 


Mild 


Male 
Female 


4 


2 


2 


4 






15 


9 


6 


12 


2 


1 
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Table 43 Changes in mean values of T and B lymphocyte count in MS patients during the 
treatment with GSSG series preparations. 



Parameter 


Donors 


Patients before 
treatment 


After one 
month 


A nor thrO0 

months 


A ft or civ 

AVI LCI alA 

months 


CD3+ % 


55,2±1,8 


45,22±1,80 


64,08±3,28 


63,18±2,02 


70,78±2,86 


CD4+ % 


36,0±2,0 


28,64±1,22 


33,18±2,86 


43,64±1,18 


55,78±2,12 


CD8+ % 


19,3±2,2 


16,76±0,88 


20,10±3,16 


24,26±2,56 


26,34±2,08 


CD4/CD8 


1,90±0,24 


1,72±0,42 


1,65±0,24 


1,79±0,08 


2,1 1±0,10 


CD20+ % 


12,8±1,8 


18,78±0,44 


15,26±0,64 


15,32±1,44 


14.44±1,20 



Table 44 Parameters of sensitization of blood lymphocytes of MS patients to brain tissue 
antigens in Reaction of Suppression of Adhesion of Leukocytes (%) 



Antigen 


Patients 

before 

treatment 


After one 
month 


After three 
months 


After six 
months 


S-100 


54,20 


72,12 


66,46 


42,10 


Neuronal membranes 
antigen 


56,32 


44,64 


41,24 


32,56 


Myelin basic protein 


68,34 


77,30 


54,323 


42,20 



Table 45 Changes in cytokine level (peg/ml) after induction by GSSG medications in MS 

patients 





Patients before 
treatment 


After one month 


After three 
months 


After six months 


IFN-a, peg/ml 


0 


202.26±4,38 


312,14±6,28 


406,18±4.66 


IFN y, peg/ml 


36,18±4,42 


28,6±4,82 


24,52±3,46 


12,4±6,22 


TNF, peg/ml 


64,38±8,64 


52,42±7,62 


51,86±4,32 


51,46±3,80 



Table 46. Changes in mean levels of immunoglobulins and circulating immune complexes in MS 
during the treatment course with GSSG medications. 



Parameter 


Donors 


Patients 

before 

treatment 


After one 
month 


After three 
months 


After six 
months 


IgA, mE 


3,2 


1,3 


1,4 


1,6 


1,4 


IgM, mE 


1,8 


5,4 


4,6 


3,5 


3,8 


IgG, mE 


8,4 


4,2 


8,4 


13,4 


12,3 


Circulating immune complexes, 
units of optical density 


52,1 ±6,8 


142.2±8,1 


124,4±4,4 


107,4±4,0 


68,2±5,4 
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